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15 h p >'7j^-^j.f-:/ (TPO) i^-^zr^-\t. !k'bWM±^m^ir ^mWi^ 

'^^(D3MWc-Mv> 1 i: LTT PO<t !9ife^i:|^^^tl/XV^fc (M. Souyri et 
al., Cell 63: 1137 (1990)), c-Mp Ui> !!SLfhWMWMU. W^'^RXfikA^ 

m^m^x.. c-Mp \(o^'^(omw'&mmi^^wm}\^^m-t^:Lttm 

^^tuyh (M. Methia et al. , Blood 82: 1395 (1993))o LT. c-Mp 1 \Z. 

20 ^ir^ y Kfi. c -Mp l JJ Y^^Wmi^comUr y^^Rxim^^^ 

t LT©c -Mp 1 ^m^^tc't<D]) ]'<Dl^m7!)^hTPOXh^^t7!)m^^ 
H (F. de Sauvage et al. , Nature 369: 533 (1994); TD. Bartley et al. , 
Cell 77:1117 (1994)), Mp 1 ItT P O ^ tW^tlX\t^^, 
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h(DX'h^:^K ia¥^ -^mP v(0^''<-7-. -*4#mt4 [bispecific] 

^--:;i^^F V (D^f-^^-^ ■^—^ii^^btlX\/^^ (Kipriyanov et al. , Int. J. 
5 Cancer. 77. 9763-9772, 1998)o M^f^^^^^^^-^^^ t\CX'0 

X"b >i'*^# $ ti. -5 <!: # ;t b ixT V ^ fc, 

X. ^^(I^ti'm^^^'fb • MMicm^-t^ E P OS:^#:t-^-r ?)tn;i*: (#F?i 2 0 0 
0-9 5 8 0 0-§-^#). Mu SKSr^flciCj^ti-^^ft: (Xie et al. , Nature 
Biotech. 15, 768-771, 1997) i'/!)^^ btlTV^5o tfc. T O P l^-fe7°i?^tC 

15 (W099/17364)„ Lt^U T hi^F^^^^-r^-^^F v <D^^ ■7'-^XXJ^- 

■tS^y ^ (MAB L- lio j;t>'MAB L- 2^ii|s) ^]5l#L.. ^ 

5 rite J; 19. K.i:lRl#}c:i^i/-t>'U^fiiiL. i 19 T=i"=^ h{^^ 
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^hiC, *|§e^*{i. Ui^^^ (whole I gG) 

gG) titmLxmm!^M^^m\§E^^LX^f). ^e)^^:^^^^^tJt'<i>^l:;55 
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20 l^-^-^^\^XW^^^X\i^^o 

I^y (cis/trans— 3 — ^7^— l'>'^ cis/trans— 2 — V-r = l^Vs cis/ 
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T p o/.^ if COT p os^^?^4«^^^ffiv^fc»it5it7 ^^-fe-r , mp l ^ v/nv <^ 
<D-7^:^sk/mm'^^i^Ty±^. n h^ikmu^^mmWi (cmk) ^ffiv^ 

fclfil/h^K^j^GPIIbllla (^GPIIbllla) gl^^MflS^ (DA 

^Ymi$.tLmymm(DM^^-r^ i go^c^ whole o^i^ ^^l:^^:<!:v^ 

(i> hp>'7j</K^^>' (TPO) titl^Lxm^&s±(DTPor=i'=^:^hif^ 

(ED50{it) ^:T^b> ^i*OH^VfI^<^2o^±SO«L^VW^2oii;l±^tj> 
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;^rLT'v^5 r^b-a-ifej <i:(i> :^^m(D^M^mmbr. who 1 e(D^^^. 

5 F(ab')2^. 2 ojJiL±. $f * L < fi 2 ~ 6 . $ bJ^^f^ L< (±2~4. #l::iif 

*fc{t'^b•a•^i^^ ^m^ttiMi^x^ \/iowr(Dmj^m^Mi^M (edso^d ^ 

25 v^=^'^^':)7'&xirm^:fji[^xh^x. i) TPow-fe7°^^-ic:#m&<jfcl^-a'-r 

b> 2) TPOU±^^-^^^LX\f^^mmtt%^^^P^t^^f^^'it. 3) 
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limits ^mmo^^^i^^mm^p t L-cMit-r^^^^p^pKtst-fflv^^^i: 

-^^mWik^ijimt, #-#^^4 (mono-specific) ^MUi^X^t. -S#Mt4 
5 (bi-specific) 5fc^^i*:^<?)#M#Mtt (multi-specific) ^^^i^X'hoXh 
J;V^/5^ 0t.L<it^-^^\i. (mono-specific) ik^^W-X'h^o 

V^^^^<DHmvi0MRXfLmyMWiit. M^itWO 9 9/1 0 4 9 A^-^A^^ 

h^y ^ a— :J-/Wi^f!^LiiVtSis!c07 Wi.I7-^^J^ (FR) i: fc h J^X^^Jt 

tn:l*0L^VfIil^0^^it4jl'^^J|g (complementarity determining region ; ^ 

20 V^:® © F R 1 1 h i^A^OPif LHjJI^ (fllxifl, -^i^;^, ^yh. 1 1^ 

v'. f-^^^^-if) ^ P-±/Uttf$:(DH^VfJ^(^CDR^'^4l't hSi^bH^V 

25 ti (fi^ij;tfl, yyh. t^Vv^, i^^K ^I7M;/^if) O^/i^p 

DR*5J;a«FR©T?yi^iS3^ij&-»^ myud^ m.^x\tm^) LT 
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5 u^mx^h^o 

15 ^feic. «?gc5TPOT=f=^ u-c-^w-rsEHisi^^) 
25 -r^o 
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20 ta^tt^^^MJlK (CDR) 

(CDR) l^lJ: '9Ji^^i^■CV^<5 (Rabat, E. A. TSequences of 
Proteins of Iiranunological Interest] US Dept. Health and Human Services, 
25 1983) 0 

tnt&4.m(D:7U—M.9—^$Mi$i (FR) < (^IfPrJ^fi B-->— h1?l^^ <!; I? x 
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mi$.(D^^T ^ ym^nt^m-^-r^^^tKX^X. Kabat, E. A. 
5 rSequences of Proteins of Inmunological InterestJ <D^^^M'^'^bMj\i\'T^ t. 

• — :^i^F V 

\a^^-f^ imw^^i 1-6 3 5 5 7-i-)„ $e>tc, ^ . 

tulB"5I ^® ^ j3 J; t// ^ ft C D R <D — ^ * fc fi ^ O T 5 y ®!ia J>J C>- ^Sr 3Jcl^ 
Xfi 
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0^J;t^^^ Protein Engineering, 9(3). 299-305, 1996 \Z.^7r.^f\j^]) y^ — 'k^ 
Set 



10 



15 



20 



25 



G 1 y • S e r 



G 1 y • G 

S e r • G 

G 1 y • G 

S e r • G 

G 1 y • G 

S e r • G 

G 1 y • G 

S 6 r • G 

G I y • G 

S e r • G 



y • S e r 



y • G 

y • G 

y • G 

y • G 

y • G 

y • G 

y * G 

y • G 

y • G 



y • S e r 

y • G 1 y 

y • G 1 y • S e r 

y • G 1 y • G 1 y 

y-Gly-Gly-Ser 

y 'Gly 'Gly -Gly 

y'Gly-Gly-Gly'Ser 

y'Gly-Gly'Gly-Gly 



(Gly'Gly'Gly'Gly-Ser)n 
(Ser - Gly - Gly - Gl y - Gly)!! 
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T^ym. $f*t<{t3~30T5:yi^. ^6 ^ctifip. u < ti 5 ~ 2 o r ^ y ^x- 

ffiV>btvTV^S^1tl^Jx m^itN-t Kn:3fiX^^v^>'^ ^ K (NHS) 
v'^^i/W ^ v^/i^^^l^^ b (DSS). tf;^ C;^^^*^^;^;/^ 5; v'/W 
U^h (BS'). v'f-;e-f^ (;^i?v'y-(' 5 v'/l^ypt:'';t^>-b) (DSP), 

(^/U/Jn;^^^^/^ 5; v^^^7°P h) (DTSSP), a^^VV-!/ 

10 y=i-/H:f><. (^i^i/>''l' 5; v^/UJ^^v^^t-— b) (EGS). rcf^ W^-^ y 

t'^ (7./w4n;^^ ixW 5 v'/i'^i^v^-t^- h) (;=^/L'*;-egs). v';5^i5'i/y'i' 

(DST). v>J^yUJlK>?-^v'W 5: v'/wM^^tt (;=^/W7i^-DS 

T). yfy^ [2- (;^iJ'-iy>^ 5: K:t^v';&/^;j<:^/i';^-^v') ^f-/^] 7.j\^iS^v 
(BSOCOES). 'dT-' [2- (;^yU/f;;^i7 v'^'-Y 5: K:^:^^/:*/!^*'^/^:^:^ 
15 ix) o^^yu] ><.y^7js:/ (;^yW/jN-BSOCOES) fi.^'riM s dti^boM^J 

^ <!: L < . arfls&1]i-(i 2~i2T^y^, <t!9j!f^t<{i3 

tl-5o — V 03#iJ<i: bX. W0 9 9/1 0 4 9 4tC|a^$tb5 1 2 B S^f^:. 
1 2 E 1 0^i*:lC*5[5i-6H^V®*iK<t L^V^^ic^rW-f'S 'bO;65W*btu5o 
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mita^y ^ n^-r )vw^^%(o\^^v %mk L^v^^^^-rs s c l 2 b 5 

(y l^iJ- \ X'br^jm. SC12E10 : 1575;/ S?). db 

12B5y-<^- (y>;jt7-: 5T5:yi?). d b 1 2 E 1 0 t^'V -v- (D^':* 

^ - K-r ^ D N AX fill#^K-5ls:0/K y K ^ 3 - K-r 5 D N A ^# 5 

S;^^^*?^. CLtl/fjf^DNAIi. '^•jx.f^ s C12B5. dbl2B5, scl2E 
1 OSO^/Xfid b 1 2 E 1 0 (Om^\Z.\m%Y V S5feOH^VM^S.tJ«L^V 

15 cQmM<^T^yi^ia?iJ^3-Ki-SDNASS:J^^. ^(OW^^^'&'t^^y^-^ 
-n^m\^'^if^^) (PGR) ti{-<t!9lii|*S-r§::<!:^cj:i9#5 

20 MOT ^ y gjfetj t < tt^^jq $ tbfcT ^ y ^ifi?>J^Wi-5 v^S^ 
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^\Z.Wt%^^fl1tVCR-:fy-i-^^^m^^X. 12B5^#:^ 12E10^i*:<^ 

7°7-r-v-^ffiV>TPGRtCj:!9ii*ib-C^#ytl 2B 5^#:. 1 2E 1 O^WO 
^V^^^. FfM<^t: hCMjg^-rT:-t-^W1-5HEF|g5a-<>?i?- (WO 9 2 
- 1 9 7 5 9#BS) tcif ALfCo o-V-fb^axfcDNAc^iamSfiiiEO^ 
f^llx-f^. iibDNAi/— ^^^'i^— (Applied Biosystems ^ffiV>-CtT 

f$:^=i- K1-5DNA^#5^i:;iSX'#5e 1 oc^gfe^^fit^^s- K-f 
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t.fz. :^?^m\ci5n^^'^^i^(o^^vmMnt. «t7>s^if m^\is sato, k. 

5 P>s Cancer Res., 53. 1-6 (1993) i:) $^fflV^5 ^ i J;-3T> t hM 

«^c03fe^^i^^N ~MW^^ (bi-specific) iic^^W'Xh^^^s <c^^<D 

^mf^-^^F y ^mwmm. mx.\t. cos7«, cnom^^faiiom^ 
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fi. &m^^. ^mLxy4-r-(DmMxim-r6:iti^x^6o w©m-^^Ifflv^ 

-Svl i:;5Sx*t5o M;tfi^ t h • h > p -< /u;^ (Human cytomegalo- 
virus : HCMV) m% (immediate early) :/P-=E-^^^^^ffi-f'5©W* t 
V\ HCMVyp^— ^^f — =§t-^^i-S^3^'<i5'^^©*?!ll-(i> HC.MV-VH- 
HCYl^ HCMV-VL-HCK^T-feoT. P S V 2 n e o {CS 5l5l-^7°7^ 
5 K-<i5'i?- (Il^<^M<2i#WO 9 2/1 9 7 5 9M) ;65&-^$tbSo 

iJ7^/u;^, ^ys:T>^7-i'yU';^4 0 (SV4 0) if'(^!>^/w;^7°D^-iJ'— ^t: 

h • 7}^!J'<y^ Kf-oL— y • Jipyy— • 7 7i5^^— la (HEF- la) 
/.e^Ofli?L»jfe»S3l5C97°p^-i?-^fflv^nfiJ:v\ 0'J;tfi*S V4 0(07°p 

^— S^-a-li^ Mulligan. R. C. 6<^:^ife (Nature, 277, 108-114, 
(1979)), %fz^ HEF- la7'P*'-iJ'^^^.S1--5^-^{i. Mizushima, S. 6 
(^);^& (Nucleic Acids Research, 18, 5322, (1990)) (Cti^xfi'^^jC^Jfe-T -5 

(or i) itXfi, SV4 0. jK i) ^ iJ^ y^;^ . TfJ^4)\' 
^^^-^t'P— r!>-r/l^^ (BPV) ^(^)Sl5l$(^o r i ilrfflV>-5 ^ i ;6>T'#s ^ 
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bi^^^^^ ^^itmiSi-^—iJ-tLX. Tt^^Ti^hyy^^y^y— if APH (3 

•) II*3^V^(iI (neo) it{5^. '^Ki^y^i—if (TK) MB^. 

^■^y'^y-if'T=^y^:^-!i^})-t^'yj^hyy:^y^y—^ (Ecogpt) it^ 

i>t: Kn||^ji5n^* (DHFR) i&in^^^^tS'Z tit^X^^ 

lA), mmmmm^^mim^ (el is a) *fc{t*ffi-/7X^>'*B.i^(Dg& 

10 P*fBt::fi. 2|s:|gB^(^efi:^^«^^3-K1-'5DNA^^-^-r6|gm^i^i5'-i??^ 

r»^.eif^;SV^§o fetJ^.. 0iJ;t{il 2B 5^1*:, 1 2E 1 O^^^^^t-fit hM 
15 PL ^5i^J|i^$-1tfcB a /F 3 JMlSlC, 2^^e^©5fe^^^/Je if(7:)^^f^W(4*f 

in vitro XO'y^i-Jl^Bimm^^ m^U. g^^Olim. ^^b^#*/cJ4 

In Vivo xmjmp^ikM^it-^ ^ MPL ^%m.-t^^y^ tt—r/u^a^, 

^tJ«L^V«^2oiiA±-^tP3k^fetf$^f^l!it, #iJxfi±|Bc^ In vitro ^fcfi 
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In vivo x^(Dwmnm^^'o^^m<D^^^i^^^^ u -:^y^i-^^t\^x^ 

L<«^^2~4, m^ii^tL<it^^ 2^^t^h<DX'h^ . 1O©H0V^^ 

^mm(D^^^i$(Dm^:^m^m^xM\t^^. t h i APtc*i-i-^-7e7;^MAB 

L-l. MABL-2^i^^M±i-^y^^y D K— V, MAB L- Ij^t/MAB 

25 (^:^mo< «rtTm-T@ l#3-t) {d. 1 9 9 7 # 9 ^ 1 1 B (C, 

■§-?:i^^'i^FERM BP-6100, PERM B P - 6 1 0 1 i LTHI^^ 
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t h I AP^CMir^-^'^^'^y ^J' p— :>-/U^fls:MABL- lS.l>'MAB L- 2 

5 1. 1 ^ yt:/v'-t — RNA (mRNA) (DM 

y^^Zf]} K— 7MAB L- lS.t>*MAB L- 2;6^b<DinRNA5r> mRNA 
Purification Kit (Pharmacia Biotech ^tM) i^^lV^TW LfCo 
1. 2 ~:^mcD'NA<D^^ 
1^ lUgC^mRNAct "9 Marathon cDNA Amplification Kit (CLONTECH |±$^) ^ 
10 ffil/^Ti:2|s:jicDNA^-^fifeU. TiJ^y^-^iiM LfCo 

Thermal Cycler (PERKIN ELMER ^fcM) ^>SV^-C P C R?fe^tf o fCo 

(1) MABL- 1 LMVM^^a^-KI-^ita^g^iili 

15 5@a?lJ#^ : ltc::^-rr^Vi?-7°7^^-l (CLONTECH ^±M) , r> ^ 

ymLmcmi$.mi\ t^^^ZfV ¥^ X-r ^ ga^lj#:-^ : 2 tC^I-MK C (Mouse 
Kappa Constant) ^7^-^^ (Bio/Technology, 9, 88-89, 1991) ^ffil/^fCo 

PCR;^^S5 On Ul, 5p 1 1 OxpCR Buffer II> 2mM MgClj, 
0.16mM dNTPs (dATP, dGTP, dCTP, dTTP). 2.5^ 
20 ^yV <7;>D N AtK D > 7 —if AmpliTaq Gold (iiA± PERKIN ELMER M) , 0 . 2n 
M©ia»-^ : 1 }C:^-t-T^J^V:J'-:7'7^^^<i; 0. 2iiM(^)ia^iJ## : 'i.K.Tf^-t 
MKCyy-Yv-^D^MABL-li^c^-^^cDNA 0 . lug 9 

7 2 "c T 1 2 0 s CD WT';!)II^ t fc^ :i c^^a^^f-'i' /^^ 3 5 lasm 

(2) MAB L- 1 H0V^:^;^3-K-t-5 cDNAg>iii|i 
^^t>WJ#-§- : 3Jc::^-t-MHC-Yl (Mouse Heavy Constant) Zfy^-^— 
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(Bio/Technology, 9, 88-89, 1991) SrfflV^/Co 

-Yl^7-r^-^ffiv^-clili'gLfc^.^l^v^•r. HijfBi. 3 (1) \Li6\,^xLmy 

(3) MAB L- 2 L^V^II^^^J- K-r^ cDNAt^M 

c DNA^Olil|iS(*^ MAB L - 1 c DN A 0. Xvig<Oi-^^^ \Z.M 

ABL-2S5!5(DZ*^cDNA 0. liig «:ffiV^TltlliS tfc<'^^^V^-C. HulBl. 
3 (1) liCiSh^XMABL-lLmvn^AB^O^^i^^^^XtmVtKDtm 

25.U^Sa?"J#-^ : 4i^;^1-MHC-Y2 a 7°7^-7- (Bio/Technology, 9, 88-89, 
1991) iSrffiV^fCo 

c DNAOiiiliSfi, 0. 2nM(^MKC7°7-f'-7^<^ftt?!9 {CO. 2iiM(^MHC 
-y2 a7°7'Yv-^^V^-CJilIlSLfc,^^I^V^T. BUl2 1 . 3 (3) ^C;joV^TL^ 

vW^M^^(omm^^^^xmi^ Lfco i |5j D:^?£tc J; "9 fro ybo 

1. 4 P CR^)5fefe(7>l§i!^ 
HUlE^i PlCb-CPCRlfelCj; i^iiiliSUfcDNAifJt^QIAquick PCR 

Purification Kit (QIAGEN aS!i) $:ffiV^•Cl|^t^ 1 mM ED T A-lr-^^-r 5> 

lOmM Tris-HCl (p H 8 . 0) {Cl^/I? L/Co 

1. 5 "^'^Rmm^^ 

±M(0 i 9 IC LXM L fcM A B L - 1 ^ 515-^ 7. :^ /-^M L m V - 
Ki-SiUH^^-^/OTfig-SDNAif^t*^! 4 0 n g^pGEM-T E a s 
^ (Promega Itti) 5 0 n g , 3 0 mM Tris-HCl (pH7.8). 
lOmM MgClax 1 0 mM iy^^y^^^'i V^Ji^. 1 mM ATPSt/3 3. 
T4 DNAy:;5f— If (Promega l±i^) Sr-^Wf a^f&jlB-?0?4'T\ I 
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W7R±T'2^rH^#gbfCo 0 Onl (DSOCmk (GIBCO BRL^hM) ^ 

(Molecular Cloning : A Laboratory Manual, Sambrook Cold Spring Harbor 
Laboratory Press, M^^M±.K^(D-Xm^^Wii\^. ^7X.\CX^^^ 

10 T-3 7X,\Z.XW^1%^\^. ^LX:L(0^^mt^h QIAprep Spin Miniprep Kit 
(QIAGEN ItSli) ^fflV^Ty7;^^ KDNA^PMtfCo 

iiVflJ^I:=t- K-r^itfK^=^^^W-f 57°^^ 5 p GEM-MI L i^ife b 

15 ±|B<^|llC:^j£lCt^oT. K— rMABL-llC*5fe-r5-e!j7;^Hm 

p GEM-MI Hi: -^jfe t/Co 

- K-t-5ite^^^^-r^:/7^5: K^miS!DNAir>T-/5^bfmt. pGEM- 
20 M2Li:i(^^L^o 

^fc. ^N^yy K— rMABL-2tc:^5l5i-5-^!>;=^H^VfIi|K^='— Ki-^ 
at^i^^r-aWi-^y^;^^ K^^SljDNAilfJt;?)*^)^'^!!*^. pGEM-M2H<b 

^^m2 (DNA(^^Sia^jc^^;S) 

25 BtflB^y^;^ 5 Kf (75 c DNA = - KfJi^OitSSa^JO^^fi. SKlDNAv^ 
— ^^-^-f— (Applied Biosystem &t>'ABI PRISM Dye Terminator Cycle 

Sequencing Ready Reaction Kit (Applied Biosystem |±M) ^fflV^T^ :^^t> — 



wo 02/33072 



22 



PCT/JPOl/09259 



t.tCs y^P^^ Kp GEM-Ml Htc^^tb?)-7!>;^MAB L- l^i$(7)H^ 

4o(D7U-Al7-^^:5^;iS3o(Z)^RT^fm fiP^+S^tt^S^^^ (CDR) 

^cJ:oiiig$^^Tv^5o y J^v <Dr ^, J mw^m. itt{E6<j^<iS:#^ix 

CDRfl^OT^ y^ia^lJc^^Mttfi^i^TjSV^ (Rabat, E. A. 
TSequences of Proteins of Immunological Interest] US Dept. Health 
and Human Services, 1983) o 

nW^(07 \ / i^Sa^lJ ^ K a b a t ^ V) {'^m.'^ i^tzMW-(0 7 5;/ ^@a^lj<^x 



•fy^^YWSM^L CDR(l) CDR(2) CDR(3) 



pGEM-Ml L 
pGEM-MlH 
p GEM-M2 L 
p GEM-M2H 



5 
6 
7 
8 



43-58 74-80 113-121 

50-54 69-85 118-125 

43-58 74-80 113-121 

50-54 69-85 118-125 



^Jfe0ij4 (i^ n — :/'(bc DNA(D^5i.©5t|g (=¥/ 7MA B L - 1 ^I^J^tJ^^ 



wo 02/33072 



23 



PCT/JPOl/09259 



p< 9MAB L-2lffii^(Di^m)) 

MABL- 1 L^St/HiiVfIl|!6^='- K-rS cDNA^P-yp GEM-MI 

5 LS.O«pGEM-MlH^PCRjfe|c:<t i9ii|FKtiLfco ^LXHEF^m^^^- 
(a^>^F?^<i^#W0 9 2/1 9 7 5 9#Bg) IC^AUfCo 
L^V^^(^fc4i)(0Hu;^y7-^-^-MLS Wm^^ : 9) S0H^KVM^(^ 
fci^X^HU;^^^^-^— MHS 10) (i. #>!r(^V^:®©j; — ^^-SB 

^'J(DM^^^ K1-^DNA(c/N-r -/y XLJi.oKo z a k ^>'-ir:/if;<.@a 

10 ?!| (J. raol. Biol. , 196, 947-950, 1987) ^t>'H i n d III UMBM^^irt 
1 1) RXJ^RmyM^(DM(D'ik:^-^y-(-^-MHAS (SB»-§-: 1 2) fi. 

J =3 - DN ASa^iJtc^N^ y 9 iJ^^f X L£o;^y 7 ^ x h'-T'- 

15 PCR^^^l 0 OllUi^ 1 Op 1 (^1 OxPCR Buffer 11^ 2mM MgC 

I2, O.iemM dNTPs (dATP. dGTP, dCTP. dTTP). 5 

h(^DNA4^y ^ 7— ifAmpliTaq Gold> 0. 4iiM-f oc^^yy-f-r— , 
S.tK8 n g<^^MDNA (p GEM-MI L^&tJ^p GEM-Ml H) ^"^^L, 

9 4°C(Z)WM(c-C9:9-FBl^UTiiJ;lc9 4t:(cTi:J3^FBl. 6 oVizxi^mR 
20 7 2 °CtcT 1 2 0 ^I^Fb^. ^ (omi^XMI^ Ltzc :i (D^^^i-^ ^ yu^ 3 5 las 

^ L:rcm^ RJi^M^^^W.^^ 7 2 "C-e 1 0 'MMLtCo 

PCR^fiJoi^^QIAquick PGR Purification Kit (QIAGEN ^±|!i) ^-^V^T^SM 
Hind IIIRU^B amHI-T?^i^bU ^ UX L^V^i|ct^oV^-C»ix HE 
FB^^^ i?-HE F-K {C, H^V^^lCoV>-C{iHE F:%3i.-^^ HE F 
25 -YtC^n^*iXiJ'P-::iyi/"U^Co DN AlB^IJ^^^t^^s IE UV^DN AgB^IJ^W 
i-SDNAiffiT-^^tfT^y;^^ K^^ix^'tl.HEF-Ml L. HEF-MlHt 

4. 2 ^MAB L- 2l7t{^^m^^^-<7)f1^M 
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cDNA(DBMRXJ^^ ^-=^^-^^li. p GEM-MI LRt>' p G EM-M 1 H 
(Di-^t> "9 p G EM-M2 L&t>'p G EM-M 2 H^^^DN AlCjti|ig Ltz.^.^ 

lr^TV^, DNAgS?lJ^^(7)f^, IEtV^DNA|a^lJ^^1-5DNABlr>^-^^^f7°7 

4.3 C O S 7 ?^aa^g)i&^5^^A 

(1) ^;^yMABL-l^i^(Dj&&^mX 

HEF-Ml Li:HEF-MlH^;7^?'^S:. Gene Pulserl^fi (BioRad |± 

M) ^ffii/^T^v^ hD7t?^-v'3 :/tc:J; 19 COS 7«{::lI10#?l$M'fe^L./to 

^&DNA (lOpg) PBS^lxl O^'mSk/m] (DO. 8m\ h 

1 0%<DY-:!^r2-fV i^7y-!^Vfl&J,^Jk?t^-aWi-5DMEMi##jiS (GIBCO 
sill Jt =1:1^* LxTlEHlXlg«±^i?r#fc„ 

(2) 7MAB L- 2j7t^(^]&fe^%A 

=3r;^7MABL-2^i*:^t^K^^O^A^i^ HEF-Ml Li:HEF-MlH-< 

tCHEF-M2 L tHE F -M2 H^-^ ^ ^^^\i^tz^^^^^^X . 

milB4. 3 (1) {c:faitLfc<^i:[^D;^&i-J; <9 COS 7»tc[^0#?i^K$Si^U. 

ta;Ji'-<^^^-a'^»i-'5/cie). Buiacos 7«J#«±^f^ffl^^T7u-f--1' 
^^ h])-^n^fz, t h I AP^|gmi-5-rr>^filfiLMfla*5|^L 12 1 0» 

4x1 0 = <@{C, 7MAB L- 1^5t(*:<Srli!i.$-&fcCOS 7»0^^±^»fe 

7MAB L- 2^{$^^ia^-&fcCO S 7iBJ3a©jt«±?tfc6VSi=J 
>hP-/W<!:LTt hi gGlijiit (SIGMA <lrAD;i. 7R±!CT'< ^^^^-^ 
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-v^a yS.t>*25fc#(7)m. F I TCtllifeLfc^fc h I gCUi^ (Cappel tigfi) 
^fc„ -r>'=5S^^^-v'3 >S.tJ^gfc?^<7)^. FACScan^tt (BECTON 
DICKINSON M) (C T 3* it ^ M ^ b fc, 

^ife^ll 5 (Uli^M A B L - 1 ^i^RUn^Ul^UA B L - 2 F v 

( s c F V ) mm<Di^m 

10 5 . 1 UtilfifeM A B L - 1 F V (QifM 

|?«figMAB L - Ifctf*:— *^F v ^Kk<Dm\^LXi'^m\^tc, If^^MAB L 

^^-;*:iiF v^ri^^LfCo ::0^feiSrlIl4Jcm^^tC7i^-t-o ##I^MABL-1 
15 ^f$:-2ic0F v©f^M<^fci6tC6i@(DPCR:/7^'-=!'— (A~F) ^ffiffi Ufc, 

(i. HmV^^Sg<Z)N5^^§g^3-Ki-SDNA^;l/^-('yy^?'-l'XLJi.oNc o I^J 

HAS (y^-f-v-B. 14) (i. H^V^^t^C^ik^^^'- K-fS 

D N A fC/N^ y y i?"^ X y :/;«7- i: 7 5^ 7°-r -5 i p (C^ff tfCo 

y >;t;-07t66(^Sfi:;^7°7-('-v-LS (T'y-i'-^-C, iE»# : 15) fi. 

25 iS^=i~K-t-6DNAi:;t-/<-7s/7°i-5J;5rati-tfCo 3 >:^^<Otct><0 

m:&7°7-l'-7-LAS (y^^-^-D, la^iJS-il-: 16) (i, y ^j^-C^C^fei^ 
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(t. y y:f3^(DC^^^=L- Ki-SDNAtC/N-r7"]J iJ^'l'XtS.oL^VlI^c?? 

fc4!:)<D^;^7°7-^v-VLAS-F LAG (7°7^-7-F, : 18) It. 

5 LmV^l]^©C5|5ig^3- K1-'5DNAlCx>^yy t?''l'XL.aoFLAG-<:^f" 
K ^ =■ - Ki" 5 la^lj (Hopp, T. Bio/Technology. 6. 1204-1210, 1988). 

2m(om^^± = K>':&t>*E c o r i ummMmw&:^^-t ^ ^ o \^wtff Ltc, 

^— PCRS[!glCjoV^T3 0(DS)^?A-B, G-D:^U*E-F^tfV\ ^ 

S^H^MA B L - 1 F v ^ = - K-f S^;SD N A ^liiH Lfc Zl P 

CR)o ''.eia, H— PCRtCjoV^Tti. l¥fl|figMABL- l^flsH^V^^^3- 
Ki-^7°7;^5: KpGEM-MlH (^1jS^j2^#BS). G 1 y Gly Gly 
Gly Ser Gly Gly Gly Gly Ser Gly Gly 
15 Gly Gly Ser (.M^m^- : 1 9) t^b^J:^ V y :ti ^ ^ ]^ir 6 
DNAid^J (Huston, J. S. e>> Proc. Natl. Acad. Sci. USA, 85, 5879-5883, 
1988) ^^^■C^fe'57°7^ 5 KpSC-DPl. RX^nm^MAB L- l^i$-L 

20 ^— PCR^Pg(Z)^?^5 OnUi. 5nl OxPCR Buffer II. 2 mM 

MgClg. 0. 1 6mM dNTPs. 2. 5=^=-^y hff^DNA^ii^]) ?^ y-^ 
AmpUTaq Gold (iJjt±PERKIN ELMER tti^). 0. AjiMT OJ^ig-T'^^ S.t/ 5 n 
g O^mWDNA^t^U 9 4°C(DWra£^iw-C 9 5>Pp1^ LT<^(C 9 A°C\CX 
1 ^m. 6 5 °CtCT 1 MRri 7 2 °CtCT 1 2 0 #Pb1> c: (DM^X^M U^Co 

25 ro?ait-y-^i^/^^3 siEismufcf^. SJ^;^?g^#j^i!i-7 2t:T'7^PBi»L 

PCR^figifeA-B (371bp). C-D (63bp)> St/E-F (384 
b p) ^QIAquick PGR Purification Kit (QIAGENM) ?rfflV^T^t$;{ L. 



wo 02/33072 PCT/JPOl/09259 

27 



PCR:3fe^!feA-B, 2 0 n g(DP CR^j^i^C-DRlJl 20ng(^PCRi^ 
^!^E-F. 1 Oil 1 (7)1 OxPCR Buffer II, 2mM MgClz. 0. I6111 
M dNTPs, 53.-5/ hODNA>j<y p{ 7— if AmpliTaq Gold (i^±PERKIN 
5 ELMER f±|St) ^^W-rS 9 8n 1 O P CRU^m^. 9 4't:<^|U^^a^JilT 8 :J^Fp1 
"tLXm^S A°a^X2^j^m, 6 5 "ClCT 2 ^relS-t/ 7 2 °C(C-C 2 ^^PbI. ^lOli 
J^^-eMLfCo ::(^Mf-'i':J'yu4r2[a]S^Lfc^. ^M^O. 4^M<Dy74 

X 1 6 5 °CtCX 1 ^^F^mi/ 7 2 °C(:iT 1 2 0 ^fal r <Dm^XDm 

10 <DU&^^ ^ yi'^ 3 5 Hism Ufc^, SfS^-a^^iSr 7 2 'CiCT 7 LiTc: 

^3PCRt::J;l9^Cfc8 4 3 b p ©DNAifJt^MSiL. Nc o I iS^O^E c 
o R ITiifbU. #f^;j^^cDNA^|lf>t^P SCFVT 7^:;^ ^-^C^ P-=:y:^^' 
Lfc, ^^^-^^iJ'-p SCFVT 7fi, I^f^^^-^y T'yXA^J^^^Ii^^ 

fClii-f^pe 1 Bv^i/'-i^yUifl^lJ (Lei, S. P. J. Bacteriology, 169, 4379- 
15 4383, 1987) ^^^T'V^5o DNAifi^^iJ^^c^mx WH^M A B L - 1 

v(^IELV^T5y^ia^iJ^=i-K1-5DNAlST>t^'a07'7^5: p s c 
Ult-^^Ltz m5^pm)o ^7^7;^ 5 Kp s cMl jC^tih.'S^fll^MAB 
L - 1 mi$-:^mF V <7)^Sia?i|2^t/T ^ y ®fia?il^i£?ij#-i- : 2 0 {d^-fo 
^tC, nifLilj^mtClXSIt^MAB L - Itnl^*— 2ts:0F v ^m^t^^i^ ^ 
20 -^f^M1-Sfci?). p s cMl^i:'i5'-^PCR^fe{cJ;!9{^|l|itfc, ^LT^e? 
tifcDNA^K-trp CHO mm^i^^-icigAUfCo Tttfc. 
CHOIj±. DHFR-DE- r vH-PMl - f (WO 9 2/ 1 9 7 5 9 # 

B^) ^^h. Be oRlRX:^Sma imit\CXr)mPfogB^^WmL. EcoRI 
-Notl-BamHI Adaptor i^M^^m) ^i^Jf^lr 6 ^ t i:. X V 

pcRicmm-r^-^y^-^-n. miD^y-i-^-t \^xHm^w$.<Dn^t^^ 
3-K■t5DNA^^/^-r:/iJ^s'■-('XLJ.os a 1 1 mmmim%^^^ir ^w. 
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2{C7j^-tFRH 1 a n t i y^^-^^^ffiV^fc^ 

P CR;^?^Sl 0 On 1 fi. 1 On 1 O 1 OxPCR Buffer II. 2mM MgC 
I2, 0.1 6mM dNTPs. 5 ^= y h<^DN A/K U > 7— if AmpliTaq Gold. 
5 0. 4iiM-fO(0#7°7^-7-x S.t>'8 n g^ilMDNA (pscMl) ^"^WL. 

7 2 ViCX 1 2 0 #rHl> w (D)l|Mi^ X'AP^ LtCo CI 3 5 HIS 
PCR^fe^tl^QIAquick PGR Purification Kit (QIAGENttili) ^^V^TlSii 

10 u sa 1 iRxn/Lho iix-mu. N^i^mnMi^MAB L- i^i^-^m 

F V ^3- K1-5DNAt^>r&#fCc *fc. p s cMl-^iJ'^-^Mb o IIS. 

T>'E c o R I vm^t c^ii^mnmi^MA bl-i i^n^-^^mF v ^ 3- k-t 

SDNA®fJt^#fCo ^LT. Sa 1 I -Mb o II DNAKJtS.t>'Mb o II- 
EcoRI DNA^>j-^p CHO 1 - I g s-^^iJ'— fCi? P— ri^'i/Lfcp D 
15 NAia?iJiS^^<^^. ILV^DNASa^y^^-f^DNA^Kfit^-^tfT'^;^ 5 Kilrp 
CHOMl i:#i&Lfc (I2l6^#B^)o ^li^. T^^m^iJ' ^-p CHO 1 - I g s 
f±. lflLilli^«:J>^'|l|i,^tc:ji-t'S^I>;^ I g G l iXi/t-yUia^lJ (Nature, 332. 
323-327, 1988) ^-^^XV^'5o 5 Kp CHOMl tC^^tbSfflf^MA 

B L - 1 ^fls-^^F V o:>m.MmRUT ^ y ^@2^iJ^ia^iJ#-^ : 2 3 tc:^-ro 

20 5. 2 ^ttfifeMAB L- 2j7L^— 4^^F V (Dft^ 

S1i^MABL-2Ei^-«F v<l:|^ilB5. 1 tCtJfeoXM L/c„ m-PC 
RtCioVNTti. p G EM-M 1 HOiXt) ^ JcmS^MAB L - 2 ^i$:H^V^^ 
^=2- K-t-S:/^;^? KpGEM-M2H 2 ^#0S) , :Rt>*pGEM-M 

1 L(Di-^t^^i,zmni^UABL-2iKi^LmvW$,^=^-y='ir^:fyp^^ KpG 

25 EM~M2 L mMM 2 ^#BSJ ^is^ffl MfigMAB L- 2^i^-;!^^F v 
OiELV^T^yM^IJ^^— Ki-5DNAl^jt^'^tf37°7;7.5; Kp s cM2^^ 

fco ;^7°y;^^ Kp s cM2iC-^^n-5#^A)cMABL-2^fls:-:*:^F v(^:S 
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IE t V ^ T ^ y mmn ^ - ki- s d n a if jt ^'^t^m%W}^mm^mM p c h o 

tfii^-:^mF V (Dm^milRUT K J ifia^!iSri£^iJ#-^ : 2 5 iCTj^-fo 
5 5.3 C O S 7 UU^(0'^\^=^m X 

WMUAB L- 2lffii$-:^mF V (D-m^^^^W.^t^fcli). pCHOM 

p CHOM2^i:7^^^^ Gene Pulseris^fi (BioRad ^^l/^T^U^ h 

^g^'tCii^COS 7|IBfla{C?]^K$sifeUfco DNA (lOng) PB 
10 Scf ixl O^iUBIi^/m 1 ©0. 8ni 1 <l:^a^>> hlei^jpA. 1.5kV. 2 SpF 

1 0%(^!>v^fl^J,ljkff ^^W-fS IMDMJg^^i^ (GIBCO BRl^tM) liCMK.fCo 

15 «±rt^#;to 

5. 4 COS7mfimm±m^(Dn^^MABL-2iiii^-y^mFv(D^m 
pCHOM2-<i5'i? - ^5ie^-2g A L C O S 7 ^fl^J^^i^i ^ tt S« 

^MA B L - 2 i^i:^—^^ F v ^ iJ' ^ ;^ ^ >-/n x h' ^^feiil <t LfCo 
p C HOM 2 -<i57 ~-%it{K^#A tfc C O S 7 JiflSi^^li^i^^t/^ 
20 /I'i: tTpCH0 1-<tJ't5'-^it^K^2^Atyc:COS 7»tt«Jl?i'(CoV^■rS 

D S||:^aci!l^m\ REINFORCED NCli^ (Schleicher & Schuell 

0. 0 5%Twe e n 2 0-PB StCT^V^t^. ^FLAG^I^ (SIGMA|±|^) ^ 



25 ^-a^tt-^lJ?;?^ I gG^i^$: (ZymedttM) ^M^. M^CX^ zu^-i^ a 
tJ^i5fe#^. SK^iS (Kirkegaard Perry Laboratories ttM) Sr»t. 

t(D'i^^^ p CHOM2-^i5'^-^ACOS 7;«i§#Jt-?t^'!C(;9^F L AG 
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5. 5 7a— 9-^ hp< hU — 

h;^ hli^^trofCo t h Integrin Associated Protein (lAP) 
-=^!>;^Sjln.5l«)NflliSt5|5L 12 1 fc5V^fi=3^ h P^/Ui LTpCOS 1^ 

i^i^'-^ff^KtemLfciL 1 2 1 0« 2x1 O'm^^. S^^MA B L - 2 ^lijs:- 

HO ^-^mmmmLfccos 7mf^(Dmm±m^M^. 7k±{^x^'^^ 

=^^^^/ 3 l^-RXim^O'ik. v^>y(>^FLAG^i*: (SIGMA ttM) tt^fcc 
>dj^^-<-v^3:/^Utgfcr^(75fi. F I TC^i§iLfc^^l>;^ I gG^<$: (BECTON 
DICKINSON |±ii) ^tHik-tz.. W^^^*^— ^a^'i&a^Sfc^t^m. FACSc 
a nigs (BECTON DICKINSON tUi) \CX'^%^^m^m'^\.±o 
^cO^m. W«^M A B L - 2 F V h M AF^H^I-^S L 1 

2 1 0«iCi|#S6tJic:ife-a'tycCi:tCj:>9, r <^f|«^M A B L - 2 ^<i|s:-3|s:^ 
F v;6St h Integrin Associated Protein {C^-t"5T 7 >f —^Wi" -5 :: i: 
tmht^ttl-^fz. (|118~1 1)„ 

5. 6 Competitive ELISA 

B L - 2^w-^mF V (D^wJ^^m^^m-^ ltz, 

3 7°acX2mm-(y^^-<-hLtz„ 1%BSA-PBS(C-C7'P5' 

^^^i^^tr-^fde m&\cx-{ y^=:.^- hRXJ^m^m. rb^Mt MAP^ilil 

(5^^ (ga?iJ#-§- : 2 6 ) L^c C O S 7 ilBliait«±?» ^ P B S iCT 2 

Lfct)0^#:J7ai/Wc;tlPx.^c, ^MiCT-rvdri^- hSU^dfc#-^x 1 0 0 n g 
/m 1 tJlflS Lfc t'^^^-fbMA BL-2Kft:50iil Sl>')ii«fl LfcSft^M 
A B L - 2 trCfls-:^^ F v^iS.CO S 7»^*±^i 5 OjiJ ^rifP bfc ttD.^^ 
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ifSS^;^ hl^y hrtfi>^- (Zymed ^tS;l) ^m^tc. M&\CX^y'ir^-<-hR 

^(Dl^^, Sti^MAB L-2^^^^— 7(s:^F V (MABL2-sgFv) ft. 

5 =ii^hu-/K^pCH01^AC0S 7 mhm^±.m^tt^LXmbi)^Kl^^^ 
#6*J(e:-rii7^MABL-2trC{$:<^t h I AP^m^(D'^^^^&.^Ltc (01 2)o 
COri:;5>b> S#filcMABL-2^^^-:^^F v(l, ^ 7.^ y ^ a 
i$.MA B L - 2 O-e tb-etl<^ vmi^(OjE L V ^^iit ^ Wi-^ w i: ^i^jj^^ $ tbfCo 
5. 7 in vitro -COT 4< h — ->';:=^li$B?iM 

10 tV I APtrit^^^AtfcL 12 1 Oj^fl^. RXJ^=iy h o-zi^t LTpCO 

V\ S^^^MAB L- 2iiti$:— 5^^F v074< h^v/^^^f^ffl^A n n e x i 
n-V (BOEHRINGER MANNHEIM ^#,1^ i "Jl^f^LfCo 
^iltllliaixl O^jStC, mS^MABL-2tn;fr— ;^0F v^^COS 7|lfiflai# 
15 ^±?tfc^V>fi=i>^ hP-y^i LTp CHO l-<i?i?-^ACOS 7i|ffl/iaJ§#± 
?*^M^5 0%T'^,^PL. 2 4B#FBljt«LfCo ^C^m. Annex i n-V^ 
&^fTV\ FACS c a n^g (BECTON DICKINSON ^±M) KX'^^^^%:m^\^ 

Annex i n - V^felC J; 3~1 8 (Cl-ttL-etbTj^ Ufc„ 

A B L - 2 tit^:— F V (MABL2-scFv) tiL 1 2 1 OiiifflljaiCiSV^T 
t M AP^J!^.#^6t)t-l^LV^iNBIia?^^^2f Lfc (iai3~16)„ $fc. CCR 

25 1 7~1 8)„ 

5. 8 CHO^.ffl)fetCjotj-6MABL-2feti^fejfe(^— :^0F v/Ky^7°5^KcO 

ME 

MAB L- 2^(^s*^(D— ;i|s:^F V (/If V ^T"^' K) OH^ft-ft^JlgJac HO^HS 
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p CHOM2'<;J'iJ' — Gene Pulseri^g (BioRad tiSi) ^;ffiV^X^l/^ h 
□ /i<V-i/3 19 CHOMl-Jf^Ktet^L/Co DNA (lOiig) i:PBSlc: 

MLfciCHO^I^ (ixl O'm/m 1 ) <D0. 7m 1 ^U-^\.tzh<D^^^^ 
5 5'hl-;!3P;t. 1.5kV. 2 SjiF 0^1:(C-C/NVl';^^-^;tfCo ^tai^Tl O^^Pb^ 

lk?t^^-^<|-tS5|^if^^a-MEM^ife (GIBCO BRL |±M) (ilJDP^it* Lfc„ 
n^ci^ P^y^CoV^X. SD S-PAGEtCT @6t]it-5i5'>-'-^°^M®:^^^?ft 

10 t LTil-il^b^Co lOnM methotrexate (SIGMA 1±^) ?r-^tpilJi[L?Sl§jtCH 
O-S-SFM II (GIBCO BRL^iili) IClTJt^^. 3i'L^^il^- 

15 (PAN13 0SF. M^x-^';?;^^) ^^v>T*ti2 o<g^^-e^|gLfc„ 

{± - 2 0 °c -ei*# L . mmmw. u x ^ v ^ 7t „ 

CHOiPffljifeJ##±^^^^e3— *f^F v(7?ltMfix Blue-sepharose. /n-T Kd=^S^v' 

( 1 ) Blue-sepharose ^7-^^P-^h^77-i'^ 

20 i^m±^n(DmM^^^ 2 0 mM i^ifllil?^ (pH6.0) iZX 1 0 L. it 
>b^m ( 1 0 0 0 0 r p mx 3 0 J: "9 ^j^tl^l^* LfCo ±»^I^MWX' 
^li-fb Lfc Blue-sepharose 7 (20ml) lCg5>t)P lRlli^evi^T;^7 7 i=H t^c 
TOMI^Na C 1 jiS^O. 1. 0.2, 0.3, 0 . 5 ^t>* 1 . 0 M^XS 

;i7 7A(CB5^LfcSfiK^^i±ltfco SDS-PAGET'^iiOS. 
25 O'^^fiiiU^^^t^f ~*^F v;055||g.$tlfc®^ (0. 1~0. 3M NaC 

imtam^T^) ^7°-yH.. Centriprep-lO (75 ^^V>-C|t'>) 2 O^^M Ufc. 

(2) Kp=35^vr/^°^?'r h 

(1) ©J^^JS^lOmM y ^'M^ (pH7.0) t--C10i^«L. 
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^ Yu^^yT'^'^^^ VlJyJ^ (2 0mK BioRad) (C»t/i„ 6 0ml (^10 

mM y 'ymBMm ( p h ? . o ) x^iiyj^ <sr»m> y ymmiWM^^ 200 

inM*T'tt^6^(C±tt\ ;&7i^(c:Pii^Lycge®=&^ttlLfc (Hi 9), SDS- 

5 HfCo 

(3) ^^'Vu^iiii 

(2) Oiii:^A^^O«B^^tU-e^Centraprep-10^fflV^T^i®U 0. 1 5M 
Na C 1 <^-^tf 2 OmM (pH6. 0) T'^p^fb LfcT S K g e 1 G 

3000 SWG;^7A (2 1. 5x6 0 0mm) KmM^o ^ p-v h j/y 

10 2 0tC:^1-, #btuyj:iiir9-^SDS-PAGEX'5>ff Lfc^$;i:. V^■f f 
-i^ (A I . B I ) ^^(D-^m.'P V -Cfe >3 . y/l'Mii-e^^ i.tz.m^. 
ATiiI,;6>lt±(^^^^l:j|!^3 6 kD. jiii^B-C'ttPI 7 6 kD(cigm^tufc„ 
Ufc-:2(5:^Fv (A I , BI) 1: 1 5 %- SD S T:^' U /WT 5 K-^^/i'^^ 
V^-r:»tffbfCo •^:^-:fj^^m7mWM. ^^^^JPT-^SU Laemml i 

15 tcJpDXll^^ti)?rm\ ^MS^KIr^-^v^-T^y yT^h>^/i'-§^feLfce 
11 2 1 ic^i-j: A I . B I v^-f i^tlal5u^J©^;!J^]©W^^::P^^b-r^ 1^;^^ 
tt±<^^^^m^3 5 kDJC^-z^v K^-^x.fCo ^±©^^;6^ej. A I fi-*^ 

:9-A I'BlUB I^TSKgel G3000 SW:ti7J^ (7. 5x6 0 mm) ^ffiV^ 
20 fc^/^^ilJi^;:J; tp^^Lfc^H. m^A I {i^y-e-(Z5fc°-:J'o;^. M^B I fi 
iJ'V-v'-C^t'-^O^^^tti^tbfc (l2l2 2^M)o ^/c. y^-r-m^A (W^B 
I) fix 2^^F v(7)^4%T-fc-3^Co "^^fis ^(O 

5. 10 :kffllMiaBflaX'OMAB L-2jvT;fefej|^(^-:^^F v;i<!;^7°^ KISm 
25 ^ — c^lf^ 

MAB L- 2^i$*5fe(^-;$:i^F v ^i^mWMi^^iZXt^m^i^^^i'^^^ 
DNAif>)-?rp SCFVT 7|g=i,^i? tJ'-JCi^A Lfc, 
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^&&W-r?)iE^"J#-^ : 2 7|C7Fi-Nd e -VHSmO 2zfy^-7-'Bi.Xlikl5-f 
y-(-7-t LXLmvmi^(DCM^^=i~ K-t■5DNA^C/^'^7'!J^?VXtS.O 
2m(DW±=^ KVSU^E c o R I ^iJPS^^I§W4^^-tSia^J## : 2 8 tC^ 
i-VLASy^-f-^— ^fflV^fc, t'^^d, hij;^7'7^-^— (^N d e -VHSmO 2 

N A /N ^ y y y ^ X-f- ^ gPr^- 5 ;(7 BTr <^ ^ T' V ^ 5 o 

PCRMlOO]iUt, 1 Oji 1 Ol OxPCR Buffer # 1. 1 mM Mg 
CI2. 0. 2mM dNTPs, 5 =^:=^y h<DKOD DNAaKU > 7— ^" 
±m#l6t±|!i)s liiM-foO#7°7-l'-7-. Xt>'l 0 0 n gt^^MDNA (p s 
cM2) ^-^WLs SS'CiZITlSW. 6 5''CtC-C2#rBmU^7 41CIc:T3 0 

PCR^^ife^QIAquick PGR Purification Kit (QIAGEN ttSii) ^fflV^TiffiSlI 
L. Nde i:S.t>*E c o R ITlM^bU. %bivtcDNAm)i^pSCFVT7^ 
■^'^^K^ =:/i/UfCo ?'<^*5> ^^^ri'iJ'-p SCFVT7tiNde IS 
T>*E c o R I "X^r^^bLycii irtC^ 19 p e 1 B v^i/•:^y^'SB^J^S^lJ|^$i^TV^;5, D 
NAiB^iJ^^(^m, iELV^DNAifl?lJ5^W■t-5DNAi^>f^-^^tf^7^ 5: p 
s cM2DEmO 2 Lfc (HI 2 3 i)o ;2|s:>^7^5 Kp s cM2 

DEmO 2 iC^^tl^MAB L- 2W:i^^^(0—^^F V (D^Mi'^^lRXJ^T / 
^IB^lJ^iS^lJ^-^ : 2 9\C^to 

5. 11 j^^M^flatCfett^MABL-2j7T:^^jfeg>— T^^F v/J^y^yf- K 

MA B L - 2 1^i^^m(D-^m F V /-K y -^y^ K^^mi-^:'^»ffi1*^#5 tz 
tb. p s cM2DEinO 2^:J'^— Sr:;kMB L 2 1 (DE3) pLysS 
(STRATAGENE thilj) {cmMUt^Lfz, P -:^^CoV^T. SDS-PA 
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mm 

T- 7 B#P«1Jt* :iM 7 0 m I <D L B^mi^m?im^\ 2 8tl-T-^i#«^lr 
V^-^^V^T2 8t:. 0 0 r p mtCTii* Lfce O.D. = l. 5 

mM EDTA> O.IM NaCl. l%Triton X-100 ^^£f 5 0 
10 mM hy;^:^raiirffi (pHS. 0) ^^tax.. (out put: 4. duty 

cycle: 70%, 1^x100) iCi: iQMi^tm^Ltc, Z(Dmmm^^Mm (1 
2 0 00xg, 10^^) iC;04t, it^<h UTIslllXtfc^A^tCSmM EDTA, 

O.IM NaCl,4%Triton X-10 0 Ir-^tf 5 OmM h V 

mWW. (pHS. 0) ^^nx.. (out put : 4, duty cycle : 50%, 

15 3o#x2) ^tTV\ (i2oooxg, 10^) izx^) B^Wi^n^ttm 

g6^SeSfi^-t^fc#tA^*^*6M Urea, 5 mM EDTA, O.IM N 
a C 1 ^tt^5 0mM h V (pHS. 0) KBMl^^ 4M U r e 

a, 5mM EDTA, O.IM NaCl, 1 OmM p«/l';!7 7° h^jS' ^ — 
20 -^tfSOmM h y ( p H 8 . 0 ) -e¥ilib tfc S e p h a c r y 1 

S-300 (5x90cm, AMERSHAM PHARMACIA ^±M) ^J^Mt^i:^ 7 AJC, MM 

SD S-PAGET'^tfrt, H^<DWi^^m^\!^<>^^X. O. D28o= 0. 2 5 tC^^^S 
J; P (C^V^^iJg-C•fflV^fc^^^-e%^R^^, 5mM EDTA, O.IM NaCJ, 
25 0. 5M Arg, 2 mU m5i>W.ii^' i^ ^ :t y . 0. 2mM mtM^^\^^f-:^y 
Sr-^tf5 0mM h V ^^'^MM (pH8.0) tc^ LT^^^ 3 laItT 5 <i: 
^•9, ^i^^tj^f^^ttofCo $e)JC0.15M Na C 1 ^-^tf 2 OmM H^if 
( p H 6 . 0 ) (C^ UT 3 iHljilff t, ^Jjj^^^^tro fc. 
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0. 1 5M Na C 1 ^^ts2 OmM ^^mWM (pH6. 0) T'^l&fbLfcS u 
perdex 200pg (2.6x6 0cm> AMERSHAM PHARMACIA thM) y/^ti 

10 5. 13 MAB L- 2i7Lf^|^j^(Z)i|tM— :^MF V ^y-<y9^ K(D in vitro 1:' 



t b I AP^Srite-T^^AUfcL 12 1 0» (h I AP/L 12 10) ^ffiV^, 
C HOif|BjiaSt>'::*cM»M4:(;DMA B L - 2 J(5©-3ls:jiF V /If y 

K (MABL2-scFv) <Or if^- V — ^MB.^^-^ s iS)(:<D2 0(^:/p 
15 MC-CAnn e x i n-V (BOEHRINGER MANNHEIM thSli) IfefelC J; I^f^ LfCo 
;— 07°D h^i-yWi. h I AP/L 12 1 0*81^5x1 O'ilitC, ^^j^fi^iisf^ 
an g 1 2 4 ^f^^$k Ufc„ ^flsWi: UT. HJi^aj 5 . 9 

T'#fcCHOj|fflliai5|5MAB L 2— ;*:s^F v -r— 25.t>*:$^'l'-r-, $ bl^l^ 

Ji^iJ 5 . 12 -e#fc:^M«S5|5©l^^/ -7>-2S^0tiJ^^ -r-, ^ LT 3 >' h D 
20 -/\yt LX-^C^T. I gGiii*|c{Cot>T^ftLfc3 t^^f^^ Annex i n-VPtk 
fe^fTV\ FACS c a n^ffi (BECTON DICKINSON ^±M) tCTll^?tit^i"J^ L 

$fc, HZlOT'n h3>-/Hi, h I AP/L 12 1 OiiSSSxi O^iStd. ^it^^ 

3 n g ] T'^^bn 2 n#ft^jt«t^ IC^ F L A G^flc (SIGMA ^± 
25 ^m^m 1 5p g /m 1 -C» L, MtC 2 2 n#Pp^j$^ tfc„ ^fil^Wi: tt. 

5. 9-C#fcCHO»S^MAB L 2— ;2|s:|^F v <^^y -r— ^.t/^ >' h 

L-C-7[>^ I gG^1^^COV^T1tML/to Annex i n-V^fe^ 

m\ FACS c a n^g{CT^^5^i,S^aiJ^L/::o 
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Annex i n - V^fetC j; :5fi?KT(Z)J£^^|21 2 5 — 31 {C^M'tlTjkLtZo 
^(D'i^^. C H O 'mS^Rt/i^m^^m^M±(DMA B L - 2 ^fls*^-*^ F v JJ< 

y-<7"f"K<Dy^-7-(in;/ hP-/u (1112 5) titt^LXML^^'im^'kmM^ 
Ltz (1212 6. 2 7) y55. C HO»&t/;)^)li®ttS^C>-;*:0F v /ff ]J -^T^ 
5 Kc^^y-r-WT:^ h-v^7^^jii'^ffl{i|gs!)p5tL7je/5^ofc (1112 8. 2 9), t. 

v;i^y-<y^K<^^y-v-{i=ii^HD-/i. (|gl3 0) i:Jt$5?L-Cl^UV« 

5E<&^2ityb (ma Do 

5. 14 s c F vycHQ^y^y^^ K(o^y-7— :5.r/y^-7— (Qfc h#giflt 

(1) ■T'^i^^skm^ h I gG^ftS 

K) (D^mt. &.T(OEL I SATifofco 0. 1 (pH9. 6) 

T-ljig/m 1 {C^f?tfc-t^^t h I gG^#: (BIOSOURCE t±M, L o t # 7 9 
15 02) 10 0iil^96!> f (Nunc M) {C^]n;t. 4''CT*-Pjfe'l' 

a.^-v'ayU 0tf!|s^@*@<bLfco >^"p-;'=3{-yi/©f^, ^pg^f^Lfc-^^^^Jk 
?tfe5 V^f±^p«o i: bX t h I g G (Cappel |±i[, Lot#00915) 10 On 
1 ^» ^Mt-T 2 Btr^l-Y 3 > tfco jJfei^f^x 5 0 0 Oi^W 

Lfc7/U:*y 7;*-x^7Ti5'— ^tllSt^t h I gGijiW' (BIOSOURCE Lot 

20 #6 20 2) ioovlI^Mk., Mmcxum^y^^^-i^syitco m^Wi 

^^Mll^^M^. ^>'=^f-3.-<— v-a >'(^^, MICROPLATE READER Model 3550 
(BioRad^hM) trfflV^T4 0 5 nni<^gJ^it^$'J^b> tlp"p<^t h I gG(^M 

25 (2) u4--^i^(Dmm 

SLfcPBS (-) ^fflV^T. ^iX^'tl/0. 4mg/m 1, 0.2 5mg/inUC 
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(3) t h-frHtt-^^^^^X/KT^i^M 

T) ^m\i^X in vivo ilfttitKPMM2M (it^fsi^ 7 - 2 3 6 4 7 5 
W) ^10%^i/^]R.mn (GIBCO BRL1±M) ^-^tfRPMI 1640J§Jfe 

(GIBCO BRL T-3X1 O'ffl/m UCTjfcS J;9HPMLfc„ fo e>;i^ C^fitj B 

titT v'T P GM 1 (fO^M»M> 1 ^-^-f T/V^ 5 m 1 T'j^jij?) 1 0 Op ] ^ 

l!aMy^2 0 0nl (6x1 o'-fiy-rii?;:^) J: "J i^A tfc, 

(4) 

(3) Ti^HiLfct h#i|llt-7r>;^^xVWi:S«rU K P MM 2 1« 3 0 
Sett). IB 20, 3BrB^. ±13 (2) -ePML7t^4^i|Sf, ^y-7-H2 5 0ii 
K i5^-l'-7-*i4 OOjil Sr, l>Mj;!9S4-LfCo Mi LT. ^tigjgt® bfcP 
BS (-) ^I5]^}ci 0 20. sbTb^. 2 0 OhU mMi'JS^Ufc, i^lfi: 

(5) s c F v/CH0*fi;^7°f" K<^^y v-St;^i5^^^^<^t 

h I gGfiO^'fb^CoV^T{i, KPMM2iBiiS^fiifi2 4 B 
Jiie (1) X^^fz.ELl SA^ffiVNTt hi gG*Sraij^t/Co P 
BS (-) S4l¥X'(i. ik^St: h I gG (Mi?>/^°^?K) ^;iSijie)8 5 0 Opg/m 

1 ^T-±#tTV^50(CJ^L, s c F v/CHOi?'-r-r-S^|f-t:-{±MS$©l 
/I 0^T<t:^^(C<gjitT'*)!3. s c F v/CHOi?'-l'-r-/jSKPMM2«<Z) 

T t m 3 3 {CtfI- <»: jo t) , s c F v/CHOiJ'V-v-^^l^-etiPBS (-) ^ 



wo 02/33072 



39 



PCT/JPOl/09259 



5 . 15 ^skMMM^f^ 
M^X(D5km^^^<V y^WLtcmMWiKXr)W:SkL. PBS (-) 

[Higfe^tfcf^. PBS (-) Kxmmm&t^2%(omsia.^nmm^^mLtc. m 

^■^yy-JHt. ^mtLX-r^;z.i gG (Zyraed ^tl^l) MABL-2^ 

^^^^J^UTto ^fc, >!5j-|li:LT^ PBS (-) ^ 5 Op 1 /^^o^/i^tt L. ^ 

MAB L- 2^{$:(i, 0.01.0.1, 1, 10, 1 0 Ojig/m 1 . — *i|F v 
fi> 0.004, 0.04, 0.4, 4, 40, 8 Oji g /m 1 T'::kM04C>— 2|s: 
^F v7)fy-^7°9=-Kc0iJ^-('-7-O;^$e)l-l 6 Oiig/m 1 OffiiM^UfCo ^ 

Tiao^ 2 ii "9 , MAB L - 2 ^TL^^T'fi, 0. Ip g/m I i^;l± 
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mIgG 

MABL-2 (intact) 


m 0. 01 


0. L 
+ 


1 

+++ 


10 
+++ 


100 

'1 '1' 


(jig/mL) 






m 0. 004 


0. 04 


0.4 


4 


40 


80 






m 0. 004 


0. 04 


0.4 


4 


40 


80 


160 (ng/mL) 



6. 1 MAB L- 2iji{^ s c (F v).^M^^:^^ h'<Dmm 

MA B L - 2^fls*^(D 2 OOH^V^^SU^ 2 L^V^J^^^tp^S:^^ 
fl^ [scCFv)^] ^^m-r^T'y^^: K^itl^i-5fci6> mlK!ipCHOM2 (M 
ABL-2ifL^^^(D s c F v ^=i— K-fSDNASr-^tf) ^iJ^Ti^^-fii "9 P 
10 CR?fetCii9j^t$t. #p5^fcDNAif>i-^p CHOM2{C^ALfc. 

5DNA^C/^^7'y iJ^-fX-rSEF (Bfl?y#-^: 3 0) Srfi^fflU 

y^J^-fXLJ.oy >;&-0*§!c^=i-K-r5DNAga?iJ (IB^iJ*-^: 19) RXJ^S 
15 a 1 l^mmMMWiUiiL^^i-^y LLAS-fy^-^— (iB?iJ#^ : 3 1) S:^ 

PCRj§?i3^1 0 OnUt, 1 Op I (^5 1 OxPCR Buffer # 1, 1 mM Mg 
C 1 2. 0. 2mM dNTPs (dATP. dGTP, dCTP, dTTP). 5 
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— . ^t>'l 0 0 n gW^MDNA (pCHOM2) >S:^Wi"-5<, PCR:^?^^9 

4 °c T 3 0 fpm X 5 0 °c T 3 0 0^ 7 4 "c T 1 ^^Pb^ . ^ (D)iJ?-e;&piA 

PCR:^fiK4^lrQIAquick PGR Purification Kit (QIAGEN t±Sli) ^^V^TlfSI^ 
Sail X-mitL. nbthtcDNAm}i^pB 1 u e s c r i p t KS*^ 

ia?lJ^Wi-§DNAt|lf>lt^-ttf7°7;^? K^Sa 1 ITii^bt. #biT.fcDNA 
Hir^i-^lr S a ] I -ClMfb U^c p C HOM 2 Rapid DM Ligation Kit (BOEHRINGBR 
MANNHEIM |±M) ^ffiV^T)i)^i£ Ufco DN AE^iJ^J^O^. IE H/^DN AiBJli^W 
-t^tDNAmn^^t^y^y^^ K^pCHOM2(F v)2<i:^^by5: (ISl 3 4 
8S)e ^yy:^^ Kp CHOM2 (F v)2iC-^*tl/aMAB L- 2^i^s c(Fv)2 

6. 2 a^(^:5$(Z)-<7°f^ KU ^;^-^^i-^MAB L- 2jrLljs:s c F vl§% 

Um.'] - [H^] mTLH) i:/£SJ;5i-VM*^^ig^$Lfcs cFv^. MA 
B L - 2 i^<^HI^:RtJ«L^ cDNA^mmt LXUTiom t) l^i^ISi LfCo 

Hh^4:/(Ds c F v^jmi-'5fc*fc. :^-f p CHOM2 (F v)2^mm.t L 
XCFHL-Fl Wm^-: 3 3) &t>*CFHL-R2 (ifl^J#-^ : 3 4) 
7^-^-, CFHL-F2 3 5) Rt/C F H L -R 1 7°7-f •7- 

(la^iJS^ : 0 3 6 ) tCj;«9KOD7KDp<7-iftC-C9 4'C3 0^\ 6 0''C3 0 

7 2t:i^rBl(Z)Ri^:$:3 0|fil^«3ii-rPCRSf&^ttV\ 5 ' #J (c: y - ^-IB 
^iJ^-^tfH^. RV^ 3 * -(aitC F L A GlEJiJ^-^tP L^CD c D N Aite^^i^Hi L^Co 
#e)tT.fcH^t>*LS^cDNA^^M<i: LXZl'^U KODTKi) ^ 7— If J^LT 9 
4°C3 0?>\ eCCSO^. 7 2lCl^^rp'lOSf&^5|H]a>9a§1-PCRSJ^;^fT 
V\ CFHL-F 1S0CFHL-R 17'-7-l'-7-^;!jnXLT$ b(C3 Q-^^^/l- 
Jxft^i-^^ticX !9 y ^;«7-^^^/£V^HL-Oi5'-^7°©cDNA^f^|liLyb„ 
LHi?-ry©s c F V ^j^SJi-6fci«i){C, tTMAB L-2©L^:at>*H^V 
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^ilEtDcDNA^-^tpT'^^^ KpGEM-M2 L^t>*p G EM-M2 H 
¥11-6355 m) ^^M<i: Ut. ^^^f\.T 7 : 3 7) RXI 

CFLH-R2 {mm^: 3 8) Zfy^-^-, CFLH-F2 (@a5ij##- : 3 
9) Rt/CFLH-Rl (|fi?IJ#-§- : 4 0 ) 7°7-1'■7-^ffiV^TKOD^i; ^ 7 
^if {-T 9 4 °C 3 0 #s 6 0 °C 3 0 7 2 "C 1 :9-rHl i^^Jj^ €r 3 0 (H 

AGE?lJ<Sr-^tPHI^(^ c DNAii^Ki^^^tSlt^Co #btl/fcL^St^H^c DN 
A^^Mi LTM-^L^ KODz-Kil p< 7-if{C-C9 4t:3 6 0'C3 0#. 

7 2''Cl^rB1©S^S^5[H]^l9igi-PGRS^&^^7V^, T 7 :S.U^C F L H- R 1 

FLH-F4 (ia^lj#-t : 4 1 ) St>'C F L H- R 1 ^y-f •7-^ffll/^-C 9 4°C 

L-Cf^i;{bycLH-0, HL-0^l'7°<Z>cDNA^3jiJPS^^E c oR K 
BamHI (^jgig) jiQiJlL. X h o I ^Jpgi^^§]WM^^^/.eVMtfLSt)ifeB 

KI NPEP4t;: Ligation High C^f^lfe) ^>^V^T^At. 
Competent E. coli JM10 9 (= ';/;J<:/>^— » ^?10S$c^Lfc„ fl^Mfei^L 
fc:k^®J:l9 QIAGEN Plasinid Maxi Kit (QIAGEN) KX^y::^^ K^l^MbfCo 
::5 LT7"7^5: KpCF2LH-0^t/pCF2HL-0^itS!{tfCo 

ttpCF 2HL-0^SIMi: LTCFHL-X3 (Sa^lJH^ : 4 2 ) , CFHL- 
X4 (ia?lJ#-§- : 4 3 ) , CFHL-X5 (ia^lJ#-§- : 4 4 ) . CFHL-X6 
(gB?!l#-^: 4 5), X(iCFHL-X7 (ia^J#-§- : 4 6) ©ir^'^ry-r -v- 

RXJ^r yi'±y:^yy4 -r- 1 LT^i:^ -ifl^J(ct@ii6t)>i^ b g h- i (la^m 

■^:4 7) Zf7 4-r^^^\/^XKOD7t^]) y—if\CX 9 4:°C3 0^. BO'CS 
0#. 7 2'Cl^rBl(^SfJ?^3 0M"9TS-rPCRSfC?^fTV>, 
m^Umm^Xhol^ SamHI (SM) tCX^SLfCo #bil>fc^>i-?r p 
OF 2HL-0(^Xh o U B a m H I l^-T Ligation High Ct^lfe) ^ffi 
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V^T^AL. Competent E. coli JMl 0 9 ^mUt^LtCo l^U^^Ltc-Xm 
IJ: ^ QIAGEN Plasniid Maxi Kit iZXy^:^ ^ K^I^MLfc, ;i 5 LT. 
7^5 Kp CF 2HL-3, PCF2HL-4. pCF2HL-5. pCF2H 
L-6St>*pCF 2HL-7^ft®itfCo Hi^lCOS 7 J^JIST'O— 
V^eiim:?'^^^ K^<lHi!|-r5fc«?)JC, PCF2HL-0. pCF2HL-3. 
PCF2HL-4, pCF2HL-5. p C F 2 HL- S^lJ^p C F 2 HL- 7 
^UmBBE c o R I SO^B a mH I (SMit) tCT^OiS ji^^ 8 0 0 b p (D»f 

K-^nifLi!)i^«^!ay7;^5: Kp COS 1©E c o R I2^t/B amH I f-^f h 

Ligation High <lrffiV^T^AL. Competent E. coli DH5a (MW^) ^?f^!S 
te^LfCo ?F0Kte^bfc;k:raj; t) QIAGEN Plasmid Maxi Kit \LX^7:^ ^ 
MLfCo ^5 LT. ^m^yT.^ KCF2HL-0/pCOSl. CF2HL 
-3/pCOSl, CF 2HL-4/P COS 1, C F 2HL- 5/p CO S 1 , 
CF2HL-6/pCOS 1 St/C F 2 H L - 7 / p C O S l^f^Slitfc, i^m 
^^imt LT. 7^7^^ KCF 2HL-0/P COS 1 CDlffit^H 3 5 tc?]^ L-^ 
;itLlC-^^tb'5MAB L 2- s c F v <HL - 0 ><7):^^iSTOl>'7 5 7 ^IB^?!] 

pCF2LH-0^#ll[i:bTCFLH-X3 (ia^J#-^ : 4 9 ) . CFLH-X 
4 5 0), CFLH-X5 : 5 1). CFLH-X6 (IB 

^J#-§-: 5 2) XfiCFLH-X7 (ifljlj#-^ : 5 3) <^)-fe>;^y7^-r-J^tJ? 

fflV^TKOD4<yp(7— iftc:T9 4'C3 0#, 6 0t;3 0#, 7 2=0 1 ^PbIcO^ 

BamHUCTML/Co ^et^fcHfit^ p C F 2 L H- 0 OX h o K B a m 
Hlif-Y htc Ligation High SrffiV''T#A L> Competent E. coli DH5a CMW 
m ^fm^^i^tCo J^KUi^Lfc^HmX'O QIAGEN Plasmid Maxi Kit MX 7* 
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7^5 K^HMUfCo ZOLX^ m^yyP^^ KpCF 2LH-3. pCF 2 L 
H-4. PCF2LH-5. p C F 2 L H- 6 &l>*p C F 2 L H- 7 ^f^M Lfc 

CF2LH-0. PCF2LH-3. pCF2LH-4, pCF2LH-5. p 
CF2LH-6ja.U«pCF2LH-7^^Jpg^^Ec o R I Sl>*B a mH I 

Mat) (^iT^aSL. 0 0 b p©Bff>i-^T;^P-;:^^/wl;^^||)icj;-5-//i-;6^ 
b(^[E]i|Xlcj;!9lt|SiL/c:o ^lbtbfc»f>lt^nifLi!jW/ia|gm7°7;^ ^ KpCOS 
1<^E c oR IRXJ^B amH 1 Ntd Ligation High ^ffiV^-C^AL. 
Competent E. coli DH5a (Miim) ^MMBt^LtCo Mnm^LtcizmMX^ 
QIAGEN Piasmid Maxi Kit iCXT^^;^ $ K^Mb^to ^ ? LT. ^3^7°7;^ ^ 
KCF2LH-0/pCOS 1, CF 2 LH- 3/p COS 1, CF2LH-4 
/pCOSl^ CF2LH-5/pCOS 1, C F 2 LH- 6/p CO S l2Slt>' 
CF 2 LH-7/pCOS l^f^MLfCo i-^mm^mtLX. 7^7;=^5KCF2 
LH-O/pCOS l(^)^it^I2l3 7tC7j;U Cil^jC^StbSMAB L 2 - s c 
F V < L H- 0 ><D^&mm:SLrjT ^ y i?Sa?IJ§ria?IJ#-§- : 5 4 tC:?iK-t-o t fc# 

6. 3 COS 7 mmci6i-f ^ s cFvRV^s c(Fv),(Dmm. 
(1) ^Jlllfti#*T'©i#*±^t(^I^M 

HLi^'l'T". LH^J'-TT's c F v&t>*s c (F v)2©B3g<Dfci?)(C, COS 7*15 
flS (JCRB9 12 7. t^-^^f-^ai>'^Sg»^a) T'©~ii6t)lim^fTo 
tc, COS 7«{±1 0%^ii&J^itL?» (HyClone) ^^ti>DMEMit±t!l (GIBCO 

6. 2T-^^LfcCF 2HL-0. 3~7/pCOSl. tjL<{±CF2LH- 
0, 3-'7/p COS lX(±p CHOM2 (F v)^^^^' j?-<^. Gene Pulseri?|g 
(BioRad ttSi) ^^\i^X3^U^ h d /K U—v'a yic J; "9 C O S 7»|il N 7 

DNA (1 Ong) ctDMEM (1 0%FBS, 5mM BES (SIGMA 
l±)) i#l&'t>2xi o'^flS/m 1 (DO. 2 5ml ^^^.^y h}e:;^n;t, 1 O^m^ 
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hn/i<l/-V3 y^Hfc^l&^DMEM. (10%FBS) i§JtfeiC?S-a- 
7 5 cm'7 7;5^3tcAP;tfCo 7 20#TO«t^. i§^±?t^^2^. jt'C^^lltCj: "9 
lfflM>i-^l^5feL. 5tC0. 2 2nm# hy^h5'7"7^/Vi?- (FALCON) 

riX^J§*±?i (CM) <i: LfCo 
(2) iilf[L?ti^J&T'Oi^«±^|(^HiM 

±IB (1) t|^^<^;^}feX* h7:/^7ii5' V3 >'bfc:iiffllia<SrDMEM (10% 
FBS) i§lt!l(^iP;t7 5 cm'7 7:^='t-T-^ii«Lfcm> Jt#±«^it-C, P 
BS(i:Xgfcr^^> CHO-S-S FM (GIBCO BRL&Sii) iS:»Lfc, 7 

10 2B#FB^it#m, ;^*Ji?»^*i6s il'L^^^fil J: 19 IBM^T^I^* StCO. 2 2 

6. 4 COS7 CMl^tD s c F vRt5 s c (F v),c7)^ijj 
tul26. 3 (2) t-MLfcCOS 7<DCM^>(e:*5ltSffi^©MAB L 2- s 

c F v&o«s c (F v)2(D/-J<!;^7°5^K?^Tta©ii'9{;:!J'^^^:^yp5/r^>'^ 
15 &tcj:t9i^|±itfc. 

#COS7 CM^CO^^T^COV^-CSDS-PAGE^^TV\ REINFOR 
CED N C IK (Schleicher & Schuellttili) (Cte^^ti/to 5 a ^yl^^ 

(^7l<?Lllti:M) t-T^P 5'=3r>'^/^^TV^,■ TBStCXj5t#^. ^FLAG^^^ 
(SIGMA ttili) ^m^tco ^^(C-C-r^/^^f^^^v^g :/;j^t>'»(^^> ^/l';*-^ 
20 — ^#1^^-^ 1^7 I gGiit^*; (Jackson Immuno Research M) ^Mk., ^ 

?aic:T-r^=3r^-<-V3:/&tj«»^, S®^?^^^iPL. Igfe^^fc (1113 9)o 

6 ■ 5 ya~f-4 h / hi) — 
MAB L 2 — s c F vS.t)^s c (F v)2(75 t h Integrin Assosiated Protein 
(lAP) mm^<Dl^^^m-sEiri>tcl/>^ fuiB6. 3 (1) (CTliSliUfcCOS 
25 7|fBM«±?t^ffiV^-C7D-f--l' hV—^n^tZo t h I AP^^!l1-2) 
•^!i7;^fijkil^«|5i5L 1 2 1 0«2xl O^filC, ||Si«f!)6. 3 (l) X'^btl 

a >RXJ^m^(D'ik. 1 Opig/m 1 ©-riJ/^^F LAG^^ (SIGMA 
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^W- (BECTON DICKINSON thii) ^MpitZo S^-C >'=^^'<'-v'3 >Rt>'j5fe^i7)fi. 
FACSc a n^M: (BECTON DICKINSON 1±ii) \CX'^^^&i:m'&LfCo 

#COS 7i^^±^t^'(^a^©;S$<D-<7°5' Ky ^;J7-&W1'5MAB L 2 
5 - s c F vS.t>*s c (F v)2fi, t b I AP^C*l•U-CiWiV^iifPt^^#1-6::i:;6^:^ 
^nyb (114 0 aS.t>*b)o 
6. 6 in vitro X^(DT7i^h—y7^mi&6d}^ 

ffilBl. 3 (1) tCTli^UfcCOS 7mi#il±?f lc:oV>T> thlAP^ 
ii^-^^AtfcH 2 1 0» (hIAP/L12 10) (C^-faT/K h-v';^. 
10 ^WfflSrAn n ex i n-V (BOEHRINGER MANNHEIM ^t|^) ^fetC j; <9 l^rt L 

h I AP/L 12 1 0»5xl 0^#|JC, ^-<;J'i? — ^J^KIcifebfcCOS 7 

»l$«±»fe5v^^i3>'^D-/^i: uTcos 7ilfaM#±rff^Miti o% 

T-^APU 2 4B#FBlJ#^Ufco ^O'ik. Annex i n-V/P I^fe^^rV^. 
15 FACScanIgg (BECTON DICKINSON |±ii) tCTt^^StSt^i'J^ tfc, '^(^ijiS 
IP:. COS7 CM4^(Z? s c F V <HL 3, 4, 6, 7. LH3. 4, 6, 7> 

^^t;«sc(Fv)2(ihiAP/Li2i omm^nLxmwaMk^^m'M'Ltio 

6. 7 MAB L 2- s c F vS.t/s c (F v),<^CH0i^MlF§m^^^-O^ 
20 ^ 

SijiaMABL 2- s c F vRXfs c (F v ), ^i§*±^i;6='bflS^-rS ^ i: ^ S 6^ 

mt&l. 2tCTMLfcp CF 2HL-0, 3 ~ 7 S.t>*p C F 2 L H- 0 , 3 
25 ~7(^Ec oR I-B amHIirJi^x CHOBB^^^^^ ^ — p CHO KD 
E c o R I RUB a mH I IfPffit^ Ligation High i^ffil/^TiiA Competent E. 
coli DH5a ^?f^Ktei^LfCo ?^Mi5i^Ufc;'c^@«t 19 QIAGEN Plasmid Midi 
Kit (QIAGEN) iCX^yP^^ K^ISMLfCo :i(D 0 LX ^"^^ 7 :^ ^ KpCH 
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OM2HL-0, 3~7RU«p CHOM2 LH-0, 3 ~ 7 ^'f'^fi Lfco 

6. 8 MAB L 2- s c F V <HL-0. 3 ^ 7 >. MAB L 2 - s c F v < 

LH-0. 3-^7>Rt>'s c (F v),^mcHom^^(Di'fMmmc^(D^^±m(D 
mm 

BtilBl. 7tc:T^II^Lfc^3E|7'7;^^ KpCHOM2HL-0, 3~7SU^p 
CHOM2 LH-0, 3~7m>lCp CHOM2 {F v) ^^i!^ ^ — ^&>T(Dm^ K 

^(DiXM^^mt LTMABL 2 - s c F v <HL- 5 >, s c (F v)2SrtI^6^ 

^^yy:^^ KpCHOM2HL-5S.a*pCHOM2(F v)2^^JP5^^P v 
u li^XmitLXU^m^L, rtbb^Gene Pulser^S (BioRad t±SS[) ^^V^ 
X^U-^ hun^U^-ya >9 CHOiiliaiC hyy^^y^^i^ayLfCo DN 

A (lOng) PBS't'lxl O'IfflliS/m \ (D0. 7 5ml ^^^f 3.'<5' h^^lJW 

X.. 1. 5 kv, 2 5iiFO^^tcx^-?yi';^^4-xLfc„ ^filcTl 0:5^Ffa©lHl^S^ 

W-r^^^i^^Wa-MEM^Jfi (GIBCO BRL^illi) lc:;)P;tJ## UfCe 
^«±?t^|^^ P B S JCT y i^;^ bfc^. 1 0 %© v'JB^i^jfefff Ir-^^-r 5 
^^^-^a-MEMJ^Jte (GIBCO BRL Ifc^) ^M^m^Vtc, 1^ 2 aiFe^j^^m. 
methotrexate (SIGMA thl^) 1 0 nMT'-^Wi"'5i§iteT'|E{CJ#^ t> -e 

5 0 nM. ^ LT 1 0 0 nMi^^J$^)li<i^±tf Tit^^Mttfc. 5 LT# 

bHfc«^^p-7^j3? h/^^'-e^J^IL^S^i^^iCH.o-s-SFM n (gibgo brl 

P^t^LT> MABL 2- s c F V <HL-0, 3, 4, 6, 7>RXJ^<LH 
-0, 3. 4, 5, 6. 7>^^tI^l^t){c:||5|,t--5CHO«SO^-^tlb£^CM^ 

6. 9 MAB L 2 - s c F V <HL- 5 >CO^V-r— ]5.I>' s c (F v),(7)ft^ 
TfiS<^2a^cDMI^|fetCj;i9tiIta6. 8 l:-#btl./cCM;6^bMAB L 2 - s c 



wo 02/33072 



48 



PCT/JPOl/09259 



F v<HL- 5>S.I>*s c (F v),iO||^^^TofCo 

<mM&l> HL-5&t)«s c (F v)^^, ^(D7t^]}^y=f'\^'(7:)C^i^(DF 1 a 
gia^'J^fiJffi LfctitF 1 a g^PfTy ^ ^"r ^ ^ 7 hi/yy ^-RW 

/^^iJ©^ffiV^TfliiLfc. 150mM N a C 1 ^r^tp 5 0 mM Trisife^ 
Hir?^. pH7.5 (TBS) T*¥tHb bfc^ Flag M2 Affinity gel (SIGMA) T* 

(7.9ml) Km^e. 8T'#6iXfcCM (IL) ^ji;!JDL. T 
BSX^i>9J>^^m^"^s 0. lU^Di^yMj^mi^. pH3. 5T's c F v^;{; 
7A;6^b'^tH$ii:/Co #btbfcil|^^SD S/P AGET'^^ff b> s c F v (DW^ 
tti^?I^Lfc, s c F viii:5^^M;t/iSo. O l%i/£'5<J; 5iCTw e e n 2 
^D;tx Centricon-lO (MILLIPORE) "C^iliLfCo Jiiii^^^ 1 5 OmM N a C 1 ^ 
XfO. 0 l%Tw e e n 2 0^tts2 OmM ^M^-Wi^. pH6. Q-CW-fbUfc 
TSKg e 1 G 3 0 0 0 SW;!i77A (7. 5x6 0 0mm) iZMitCo sftiiO. 4m 
1 /m i nTs cFv{i280 n TrKD^AUX'^Hi LtCo HL - 5 t 

LTy>C-7-<^M(c:, s c (F v)2{i^y-r-©M^c^^^♦tl^tU$;^^fCe 

<*SMfe2> HL-5ST>*s c (F v)2^-r n-x' ^n-T 

7>f^X'ft^ H L— 5 ■Cfl Q Sepharose fast flow;*7i>> (:7 T/>-=7-iXT) s 
c (F v)2T14SP-sepharose fast f low ^ B::iXSii;iP^{±H L - 5 
i: s c (F v)2-e|lD^#^^VNfc:, 
im-TM.) HL-5 

HL-5(Z5CM(±, 0. 0 2%Twe e n 2 0^-^tP2 OmM T r i s ig^^H 
fM. pH9. 0T'2«fl?Lfc^lC, IM T r i s T'p 9. 0 iCp^tfCe 
0. 0 2%Twe e n 2 O^^tf 2 OmM T x i si&m^m'<^. pH8. 
5 -e^^-fb Ufc Q Sepharose fast flow 7 A^C^O^tts l^iigSni^^' 0 . 1 Mt^ h 0 . 
5 5M*-e(^Na C 1 ©iti^ii^^iat?:*/ v At^ES* tfc^ y -^7^9" K^^tfci L 

fco #btT/;^c:iii:9'*SDS/PAGE-C':9-tif t. HL- 5 S:-t£?®:9-iSr*i6. B 

(H-Xm) s c (F v). 
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s c (F v)2(DCMl-t. 0. 0 2°/oTw e e n 2 0 <Sr-a tf 2 0 mM ^B^Wl^. 
pH5. 5X-2i^^^Ltzm^. 1 Mg^^T- p H ^ 5 . 5iCilSt/t„ 0. 0 2%T 
w e e n 2 0 ^^ts- 2 0 mM ^MMM. p H 5 . 5 Tr^tiib bfc SP-Sepahrose 
fast flov :iJ y Mct^i-f , NaC 1 liS^ 0 7i)^b 0 . 5MtT'Eil|6^ 

5 i,z±n\ :ti9Mm^Ltcyf^V^zf^h^^miiiLtZo #bHfciii:9-^SD S/P 
A G E T'r^-tff U s c (F v)2^-^tsm^^Ml^. ^~JLU<Dy^^ Kc3=^v'T/^°^? 

10 H— xa■e#b^^fcHL-5ii^^S.^J«s c (f v)2li^i^^^;j^-etbO. 0 2% 

T w e e n 2 0 ^"tt? 1 0 mM ]) y^l^WrB. p H 7 . 0 T'^^-fti ty^l/^^ Kd 

=¥ixr/>°i5'-i' h;i7 7A (BioRad, ^'I'T'I) mBm^^X^:^ V M^^'iSo^ 

15 ix5®:5>^^*fco 

(mSim) HL-5St;«s c (F v)2(Z)y/Uiti§ 

Xa-e#btLfc#iii:5^^-?:tb^*nCentriprep-10 (MILLIPORE) T'^^L. 
0. 0 2%Twe e n 2 OjS^U^O. 1 5M Na C 1 ^-^tf 2 0 mM 
p H 6 . 0 XWlSsit Lfc Superdex200:*7i^ (2.6x60cm, 77>'^ 
20 -^i/T) iC;5^ftfc„ HL-5(ii?V-7-lCfigtC, s c (F v)HL- 5:atJ«s c 

25 v).m^-mtmm^titcmhAx:xi^nm^-&&^izmw^titzo 

6. 10 Ms cF v<HL-5>(^y^-7-S.t/s c (Fv),(^^IM^-^feit 

EM 

IS$!^$i^fcMABL 2- s c F v<HL 5 >(^i5^>f -7— Sl>' s c (F v),©^ h 
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Integrin Assosiated Protein (lAP) KJ^--©|^#^aj^1-6fc4t», 7p— 

-f h y-^tfofco t h I AP<£:|gmi-a-7e7P^aifiLilS»t5feL 1 2 1 Olffl 
flS (h I AP/L 1 2 1 0) LTpCOS l^^i?-^ h^y^^o: 

ri'-jXa :/UfcL 1 2 1 0|fflJ§S (p COS 1/L 1 2 1 0) 2xlO*iltC. 1 Oji 
g/m 1 CDifliJMABL 2 - s c F v < H L 5 ><Z)t5^^ v— , MAB L 2 - s c 
(Fv)2, ^tt^EjR^i: LT^y ^ a— ;h;i.^($:MABL-2, 1^14^3^ t UT -7 
gG (Zymed 1±|!i) ^;!)n;t. 7k±\^X^ ^^zi-^^^ya yRXJ^m^<Dm. 1 
Ong/m 1 (D-7»J';;^^FLAG^^^ (SIGMA t±^) i&An;tfCo Hl^^^^-i/a 
>'S.t/»(^^^ F I TCWtlt-^ii?;?; I gG^i^ (BECTON DICKINSON M) ^ 
Ap^fCo SS'f >=^^-<-t^3 :/S.t>'-^?^(D^. FACScan^g (BECTON 
DICKINSON ^tSi) lCTm«fii[^aiJ^LfCo 

J^MMABL 2 - s c F V <HL 5>CD^^-^-:&t/MAB L 2- 
s c(Fv),(^h lAP/Ll 2 1 0«lcilt^6<]tc|g-a-Lfc^i:tc:j;!9, s cF 
v<HL 5 XDV^^-RXJ^s c (F v)2;6St h I APiC^j-UTi^V^^^ptt^^i" 
§r i^jS^^tLfc (III4 2)o 

6. 11 Mi^s GFv<HL-5>(^j^'^-7-:^t>^s c(Fv),<^in vitroT 

ftMtfcMABL 2 - s c F V < H L 5 > O^^V -7— ^.U^ s c (F v)j ^COV^-C. 
t h I AP^sSei^!iAU/cL 12 1 omfk (h I AP/L 12 10) 2^t;^t h 

-V (BOEHRINGER MANNHEIM ttlli) ^felc J; 19 l^rtL^Co 

h I AP/L 1 2 1 OiNBil&Sxi 0*#lfeSVN(4CCRF-CEMi^Jjaixl 0^ 
flat-x ffi^MAB L 2 - s c F V <HL 5 XD^^-r^, MAB L 2 - s c (F 

I gG$rii^7tC^gT'»L. 2 4.mmm^Ltc, Annex i n-V 

^'&^n^\ FACScaniS^S (BECTON DICKINSON |±|;l) t-T^7t§tjg^a!J:t 
U/c„ ^OH^^, MABL2-S c F v < H L 5 X^JjJ^-Y Z^t/MAB L 2 - 
sc(Fv)2(ihIAP/L12lO. CCRF-CEM(Dj^«{C^LXM6!c 
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^^\cmB^^mMLtc (1114 3)0 ^(Di^^. MABL 2- s c F V <HL 5> 
<^^?V-v— S-U^MAB L 2- s c (F v)^^. htO'^y ^ P-:^/^^^i|s:MA B L 

6. 12 Iti^s c Fv<HL-5>0^^-y-2^t/s c (Fv).,(^9i^lflL^^^I^ 

1 5iCt^oT> ®>i?OiiS<^Mtfc s c F V <HL- 5 X^y-Y 

^ / D — :^/^$a:^$M A B L - 2 (^tt^,^) T'(4ifa?i5?l*;5S r 5 (c^ L 

T. — ^^^flsOMAB L 2 - s c (F v)2S.t/MAB L 2 - s c (F v)<HL 5 
10 >M^L7te*=>ofc:. ^fc. MABL-2^^*:S:ffiV^fc|gW©^t){5i^^^^ 
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6. 13 Hi^s c F V <HL- 5 >iD^V-7-S.r/s c (F v) , ^fc 
II»J6. 8^.0^6. 9{CT<^M. iWMUfcs c F v<HL-5>(Di?'^v- 

m^^X'O, s c Fv<HL-5>(^t?'>l'-r-j^t>'s c (F v)20^Mli^^^f?ffi 
10 LfCo 

^.eib\ *^^tC*5V^XHL- 5S.t>'s c (F v)j}4. vehicle (ISOm 
M NaCl, 0. 0 2%Tw e e n^^l>'2 OmM i^^i^ifjK. pH6.0)cf'(^ 
0.0 1, 0. lXiilmg/m\ (D^WtLX. I^^Mi^O.l. IttclilOm 

15 ^i^it, 

20 II (114 5) RXfs c (F v)2^S#|f (Il|4 6) (v e h i c 1 eS4- 

HL-5StJ<s c (F v),7!)^^y}i'7i's\c)6\t^xt^tifcmmm\¥m^^ir^^t^ 

25 -i-tf— *0F V 



wo 02/33072 



PCT/JPOl/09259 



54 



<DD-y-mn (SB^lJ#^5 6) (Eur. J. Immunol. 1996; 26: 63-69) <Srii^$ 
^^^t T'^l+ LfCo ISH- Ltz^mmmt^ti^ti l 5 b p (T);^-/-^-^ y T'Sfl 
5 ?!l^itoJ:ptC4:2|s:<7);ty ::i"55;^V;*-f-K (1 2B5VH-1, 12B5VH- 
2, 12B5VH-3. 12B5VH-4) (C^fiJ U> 12B5VH-1 (SB^U 
#■^5 7) ^tJ«12B5VH-3 (gfi^lJ#-§- : 5 9 ) (iir 12B5 
VH-2 (ia^ij#-i-: 5 8) :5lU^12B5VH-4 (iB»-i- : 6 0) itTl^^ 

10 tJ:J;l3 7>;/-1r:/:/y ^-frfc^. (1 2B 5 VH-s:Rt/l 2B 5 

VH-A) ^n^, ±^<Dm^l--kn^i.fCo ?^e*3. 12B5VH-S 

-i-: 6 1) {ipi;^:7'7-i'-^-X'')-^-ia?iJ©5'7|5ii^jw/N^:/y :$^-rxu Ji.o 

Hind III^JPS^*&gHiiajiJ/^bmc = 1f lyi^Sa^iJ^i^oJ; ^fcl2B 
5 VH-A (ia^lj##:6 2) fi»7°7-r-^'-X*H^^V^^©C*i^^3- K 

15 i-5:^£ga??iJlc/N>r iS^^Xt. J.o;^^^-!';^ K-:^-ifl^Jjt?bW^:B amH 

PCR^^Kl 0 Oil Ui, 1 Oil 1 OxPCR Gold Buffer II, l.SmM 
MgClj, O.OSmM dNTPs (dATP, dGTP, dCTP. dTT 
p ) , 5 y b OD N A/K y ;>< 7 —if AmpliTaq Gold (iiA± PERKIN ELMER ^iM) , 
20 2. 5 t°=i-^-/l^ [p mole] "f OO'^fig;^-!; rf"^ iJ' U-^^ K 1 2 B 5 VH- 1 ~4 ^ 
■^WL. 9 4°C(7)Mta-glCT9i^PB^^LT<!>:iC9 4t)tCT2i^PBl, 5 

2:9-FBmtJ«7 2t)^^lT2:^5■rB1<^1^^^:^/^^2|HlSmLxfcmx loopmo 1 e-f 

^(Oy^'mrfyA-r—X 2B5VH-SRI>'1 2 B 5 VH- A^JPx.. ^hX'^'b 
4'C(c:T3 OM, 5 5°CtCT3 OMZ^O^? 2''C(CT l:9-FBl©f-.Y ^/W^ 3 5 
25 HIM Lfcm. SfS^i-a-i^^Stc: 7 2 'CT 5 5>Fb1M Lfc„ 

P C R^^Jfe(i 1 . 5 %mk^.Ti^ u-T.^Jl' (Sigma M) Srffi Lfc^. 
SiJPS^mB a mH I 2^r>'H i n d III T'ti<b t h ¥.mtW^i^ tJ'-HE F - 
gyli-iJ'a— =:/:i^Ufc, DN AlB^iJ^^c^f^. jE Ul/^DNAiB^iJ^^i-^DN 
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Afe^Jt^-^tpy^;^^ K<^HEF-1 2B 5H-gYl ir^^Lfc, 

HEF-1 2B SH-gyl^^lJUSl^E c oR I /^bU'lCB a mH I 
TiiibU 1 2 B 5 VH^n- KI-^itfi^^M tfc^, t h F a b HMm 
-<i5'j5'>-pCOS-Fd tCi^A LpFd-12B5 H^#fc„ TttiJ, t h F a b 

a mH T pmmmmmmm^^ir ^ ^ o tc^i-i-LfcG i ch i - s imm^e 
>':{3j;t>B g 1 II mmmmmmit^tt 6 ^ 0 x ch i -Ada 

y^;^^ KHEF - 1 2 B 5H-gYlS.t/p F d - 1 2 B 5 Htd-^^^^mS 
7.2 1 2 B 5 LMVM^^a- Kj-^itfi^^tjl^ 

(Nuc. Acid Res. 1990: 18; 4927) S^O U -^'-ida^'J (ia^lJ#-§- 6 8 ) ^ii^ 

•y"7°ia^J^}^oJ; 5(c43ii:(^;^-i; =f^^ K (12B5VL-Ix 

12B5VL-2. 12B5VL-3. 12B5VL-4) JC^^fiJ U ^tL-^iix 
•a-^ Lfc, 1 2 B 5 V L - 1 (ia^J#^ : 69) S.T>'12B5VL-3 (iS^OS 
# : 7 1 ) fi-fe^^ia^lj, 12B5VL-2 (ia^J#-^ : 7 0) RXIl 2 B 5 V 
L-4 (Sa^im^: 7 2) itT>'f'±>:^mm^^L. ^^^ir^) ^%^\^^^ 
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VL-SSU^l 2B 5 VL-A) ^APx., ^:R(^jte^^l^ipiL/c„ fj:i6, 12 
B 5 V L - S (mm^ : 7 3 ) -^-T' V -<^-%m(D 5 • 

Sa^J/^ bl/lcB a mH I iiiiJPS^^|gM3?iJ^1^o J; 5 4c^i^^'i^^it L/Co 

(Sigma t±M) ^ffiV^ftS^tfc^. $iJP5i^^B amH ISI/H i n d III 

10 tt, iEtV^DNAiB^J^^i-SDNA«)T>lt^-a^P7°7;^5 K^HEF-1 2B 5 
L-gK i^i&Lfco KHEF- 1 2B 5 L~ sniC-tt-iri^^^M^ 

1 2 B 5 L^v^^(DMia^js.0r ^ /wmn^Mmm^ 7 5 1^:^1-0 

7. 3 m^fel 2B 5— :^^F V (s c F v)(;O^^M 
S^ififel 2B 5^f*:— ;2|s:j^F v{il 2 B 5 VH- y Cx;!;^ 1 2B5VL<^)li 

^:76) ^#Jp-t5::i:T'|9;if LfCo y >-;&-ifi3?iJ(±(G 1 y e r ), 

Ol 5r5y^;0^b^£Sy ^:^-ia^lJ<S:fflV^, fflUfifel 2B5-*^F V (s c 
1 2 B 5 ) LtCo 

20 f^M 

K-rSit^s^fi 1 2 B 5 Hi^V^ig, V RXJ^12B5 Li^V^i®^ 

4 7 lcl^5S:^tc:7j^-r„ mn^i 2B5-;45:|^F vOf^$Siofc*tc:6j@©PCR7° 

25 ^-r-^^ (A~F) ^^fflLfc. 7°7-r-7-A, CS.t>'E {iir >-^@£^iJ^W L. 

t'^-i'-^-b. Dat>'F(iT:/f^-fe^^;^ia^ij^^i-§o 

H^vfi*iE©fc4e)C»Hti::^y7-r-r-i 2 B 5-s (7°7-r-v-A. mm^-: 

7 7) (t, y -;5^-i£^iJ(^ 5 ' ^mzy^4 y /-r X LJi.O E c o R I ^JPI'^ 
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HJ 3 (y^-f-^-B. ia^lj#-^: 7 8) li. HiiV^^(^)C^^^ =>— Ft" 5 

(^fwi?)©^;^7°7^^-RHu VKl (7°7-1'-^-D. g2^ij#-^ : 8 0) U 
^ 3 - K-r ^ D N A <i: 7 7°-t- S J: 9 1-^1+ Ufco 

tfUfco LmV^i^©rcfc©t^^7'7-r-^-l 2B 5F-A (:/7'1'^^F. 
?iJ#-^:8 2) L^V^I^c^C?feiS8^ = -K-r5DNA{C^^-r7'y ^5^-1'XL 
S.OF LAG^T"^ K^^— K-f^ifijy (Hopp. T. P. Bio/Technology, 6. 

15 1204-1210, 1988). 2m(r>i^^i^^t^ h'yRW o t lUmBMM^itL^^iT 

i— PCRM^C*3V^X3o(^S^£^^A-B, C-DS:l>*E-F^m\ -tLT 
P C Ryb^b# bHfc 3 -pc^ P C R b S J: 7 i'-fe 
V^yy^-^fCo ^l^. 7°7-^-^-AS.t>*FtttTs 1 5T 5:7^75^6^=^5 y 
20 ;!7-^fflV>fcS^^l 2B5-:2t::liF v^3-K1-5±;ftDNA^±ii|iIUfc (] 

ZPCR). ^-PCR(Ci3V^T(i. Wifigl 2 B 5H^VfIfet^ = -K■t- 

57°7>^5: KHEF- 1 2B 5H-gYl (^M7. l=Sr#fi^)sGly Gl 
y Gly Gly Ser Gly Gly Gly Gly Ser Gl 
y Gly Gly Gly S e r D ^''i'^Dl^ A 

25 Sa^lJ : 8 3 ) (Huston, J. S. Proc. Natl. Acad. Sci. USA, 85. 

5879-5883, 1988) ^^Ay-C-Rg^ 7^7 ^ 5 K p S C F V T 7 - hM 2 1 (t hM^b 
ON S~M2 llffii^) (Ohtomo, T. b> Anticancer Res. 18 (1998), 4311-4316), 
RV^nrnj^.! 2B 5 L0V^^^3-Kt-57'7^5 KHEF-1 2B5 L-gK 
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PCR^P^O^^gcS Op n±. 5ii 1 (^1 OxPCR Gold Buffer II> 1. 
5mM MgClgs O.OSmM d N T P s , 5 3.^ h (^DN A/K U ^ 7 — 
-tf AmpliTaq Gold (liJl±PERKIN ELMER 1 0 0 p m o 1 e-f 00^7^7 ^ 

T^^IC 9 4"Cl^T 3 0#Fp1. 5 5*CtCT 3 0#PBmt>*7 2''Ct;:-C 1 ^^-FelOf'-l' ^ 
JV-^ 3 5 IfilS^ Lfcm. SJi&^S^^^ JEI- 7 2 "CT' 5 ^TOUli U/c„ 

PCR^^i|^A-B, C-D. &0^'E-Fft^-pCRT'T>;/ir>^y Lfco 
PCRtCjoV^X. ilMi tX Ipl (Z)^— PCRSf&J^A-B, 0. 5pl<D 
10 PCR^jS;#jC-DS.t>*liil OPCR^J^?ifeE-F. lOjil^lOxPCR 

Gold Buffer II, 1.5mM MgClj, O.OSmM dNTPs, ^=L=.yY 
<Z)DNA5!K!; ^ 7^-^AmpliTaq Gold PERKIN ELMER |±M) ^"^W-f-S 9 8 

111 OPCRjg-^^iJ^, 9 4"C(^M?a^tC-C9^rBl^L.-C<Skl-9 4°CiClT2^^rBl. 

15 1 0 0 pmo 1 e-foC0y7-l'-^^ASt>*F^^)P^fc„ ^ UT 9 4'C»CT 3 0# 

5 5t:iCT3 OWS-t)^? 2°ClCTliJ^FBl(7>i^-^i?;l'>l:3 SlalS^bfc^, 

Si^^M-a-ti^ 7 2 t^tcT 5 ^mm u/co 

||-pcRtcJ:O^DfcDNA»f>i-^i. 5%{Silli^T:^p-;^</yi^^fflv>xll 

ilit, Ec oR I&t/No t I-ej'mbL. #feil,fcDNAf^>i-^p CHO l-<i5' 
20 ^—tSXV^pCOSl^^'f- (#Ipip8-2 5 5 1 9 6) {3:^' P-=>^^ LfCo 

^^'^^i!' ^~j>CH.OHts DHFR-AE-r V H-PMl- f (WO 
9 2/1 9 7 5 9#Rg) d^b. Ec oRI&U^Sma U^bt- J: O^^l^ite^^^ 
i^iJI^U> EcoRI-Notl-BamHI Adaptor (^?@5tttS^) ^ 

25 B 5— 2|s:i^F v(Z?iEUV>7 5y^iB?iJ^=i- K-r5DNAif>t^-^ti'^7;^5 K 
^pCHO-scl2B 5&t/p CO S- s c 1 2B 5 .t^ife LfCo ^T^yx^ $ 
Kp GHO- s c 1 2 B 5 2^t>'p COS - s c 1 2 B 5 ic-^t-to^^^f^l 2 B 
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7. 4 »l^^Jja^ffiV^fc=^l 2B 5^f^ (I gG. F a h) RXf-i^mF v7f^ 
]) K<7)|§3^ 

1 2B5in.i$- ( I gG, Fab) RXIl 2 B 5iji{^^^(D-:^mF v (4fy^ 
y K) « C O S - 7 m&^X C H O » ^ffi (/ ^^ii. $ fCo 

5 GOS-7»^^ffiv^fc-i§6<}7'j^l§^l«©J:5^-b■r^Tofco f^it?*>. 

Gene Pulsar (BioRad|±|^) ^fflV^fc3l^'^ h n tJ^W^v^h ^'fejC J: ijit^ 
•T^^AtfCo l2B5^i^ (IgG) <^|gJ@.lCf4Hti«6<^|g^-<i5'tJ'-HEF- 1 
2B 5H- gYlS.t>*HEF - 1 2B5L-gK^l Ojig-fo^^ 1 2 B 5 F a 
biritc^lg^tCtip Fd-12B5Hi:HEF-12B5L-gK#l Oil g To 
10 —:^mF v(D^^iaipCOS- s c 1 2Bb (1 Ojig) ;^PB SlC^iSL 

fcCOS-7« (lxlO'»/ml) 0. 8m UCjl-g-Ls =3?- h lc;!]Px.. 
1. 5 kV. 2 5iiFD<D^*t^-C/-?/U;^?:-%-X.fc, ^Ml^lTl 0^Fb1<7)Ih1«JBP^ 

■t'5DMEMl#ii& (GIBCO BRL |±$;l) L fCo M^PB 

15 SX— Ialifc?^U $ btciEifc.fffJtj^&CHO-S-SFM ni#Jife^;^P;i, ^hK2 
Sm^mLito i#«±m^ii'iL^Ui^«#^^^*tfc^> 0. 2 2^lm©7^/^ 
^-SraT^i:T•|«S!iUfco 

Ji^^t:^^L-t^tcl^, p GHO- s c 1 2B 5^^^^^-%:rt&<OXo\^CH 

20 ommc^MB'^-mALtz., 

•tf-J:t>h. Gene Pulserl^S (BioRad ttM) ^fflV^fc^iU^ hP'K^-v-a:/ 
jfejcj; I3|6?a-<i5' ^-^GHOmtC^ALfCc ^iJPS^^P v u I Tl^bLEi^ 
m^LtcDNA (lOOng) PB S{Cil^SL/cCHO» (Ixio'^/ 
ml) (Z)0. 8m 1 htilAP;!*'^'^ 1 O^^-Fh^^E U^ct^, 

25 1. 5 k V, 2 5^FD(D^M\Z.Xy<^i^7.^-^^tZo Mm^X 1 O^FB^Olim^r^ 

TSCHO-S-SFM 11 (GIBCO BRLM) (wAP;t^^| b^c:, J#*2Bmic:5 
nM ;^ h h ^=^^1^- h (SIGMA ttM) ^jt/i- 1 0 ^^tfC H 
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O-S-SFMII (GIBCO BRLltS^) tCTl§#tfco It^tlfc:^ p — >'{COV^T 

Mp< h M^=3rf— h (SIGMA |±M) ^-^tf^SMititilCHO-S-S FM II 
(GIBCO BRL ttl^) [CTJ^#m> it'C^^^iliC i !9 

7. 5 CHOMM^tPl 2B 5^jfe(7)— ;g^^F vCOHij 

(1) ^FLAGiji^:fJyJ>^ 
10 it^±M{is PBST'^^-fbL^ci^FLAG U2Ty y( ^'tf/l^ (SIGMA 

icj^sinLfco Mmx';{7 7A^*#^. mmm^o. v^y^mmm. 
mm (pH3. 5) x^7Mm^\^tcs&M^mtii\>fco ^i±siii^>fi. mm^^kw. 

h\^lMh]) ^^^m^m (pHS.O) ^mK.X'pmLtz^ SDS-PAGET' 
^mm^%:^mL. —:^mFvtmm-^thtzm^^Centzicon-lO (MILLIPOREtt 

(2) 

(1) (D^i^mit^ 0. 0 l%Twe e n 2 O^^tfPB S-r-^»LfcS u p 
erdex200;i77A (10x300 mm. AMERSHAM PHARMACIA ^tM) KWlW 

20 s c 1 2 B 5{j:20(^tf~i5' (A, B) {C'^:d^nxMmLfc (lll4 8^#R§)o 

Mr^-A, B^l 4%-SDS-3i<iJ7i? JJ/UT^ Kyy^^ffiv^T5^tffb/Co f-i/ 
y/V<^it7C^Jj?SjbP. ^^mUHXfUmL. Laemml i CO;^)^^;:^^ CTll^^llj^ 

25 1 kDJc^— /■<>'K<lr4-^fc„ ®:9-AST>*BilrS u p e r d e X 2 0 0 PC 3. 
2/3 0 (3. 2x3 0 0mm, AMERSHAM PHARMACIA t±M) ^fflV^fcyVl^Ml^ J: 

Dlc^tti^tbfc (HIS 0 aSLt/b^#BeJo ^JiOl^^A^b. iii:^Afis c 12B 



wo 02/33072 PCT/JPOl/09259 

61 

t hTPOgi^fls (MPL) ^^mi-^B a/F 3« (BaF/mpl) {cMir^m 

5 B a F/Mp 1 ilfflfla^, 1 %!> Vil&J^M (GIBCO ^±M) ^"^tf R PM I 16 4 
Oi^m (GIBCOttl^) V2mm^Ltc(Dh. 5x1 0'»/'m 1 
^ J: 5 LfCo iiiMP L-2|s:^^i^^/cfi t h T P O (R&D Systems 

1±M) <^Jt±a-CJi^lC«L. lfflM«5 Oil UC^^^^fc (it VTPO^^m 
5 0iil ^iP;t-C9 6;A:-7-ri?nr>^/Hpj[£yi^^j> (Falcon tbM) tCl^J^t. 
10 COj-rv^^i-^-i?- (COjjt;^: 5%) -e2 4B#FBli&^LyCo i^^m. WS 

l-^?tgS^3fc3fe-SH- SPECTRA Fluor (TECAN^hlll) SrffiV^TilJ;S^^* 4 5 0 nm. *r 
Suisse 2 0 nm(^M^^«b/Co C Oo-Y ^^^r^^^^- (COglt^ : 
5%) -e2B#fH^^:/:^r^^- h LfcM. SPECTRA Fluor ^^V^X?IM^^^[:ft 4 
15 SOnms *fTOS6 2 0 nmO^^^PJ^Lfc., WST-S^Hli^M^ 

^{CB a F/Mp lli5ilf&tt^^if>:<0j:9tc^l±lbfcED5 OMi-J:t)Mb^c:o 
^cS^^S<£rS/£;^ 1 0 0 % i: t/co 5 0 %HjQL<Dmmz.m^ < WMMUK 

5 Ojjti: Lfco 

#ai 2B 5tt^^^^^^|g3^$■^^:fc:COS-7iN^liia<^^t^±^t*ffiV\ MPL 

^ffiX'fcS 1 2 B 5 I g QX^\t=l^^'^^m\^^%^(0±.m^Vli^hM P om<DT 
25 =i-::i;^ hffittSrij^ Lfc<^{c:*j- L (ED 5 0 ; 2 9 nM). i)i;im^§|5fi;5i~0T'fe 

6 1 2B 5 F a h(OT^:^;^ ^fS^t{i^^^C||V^'b(^T•fcofc (EDS 0 ; 3 4. 

7 2 4 nM)o ^tLiJi^pfL. F a h tnm^-^wi^^um^-mx'h^-^mF V 

(s c 1 2 B 5) ^IioV^T(iED 5 Om^l 5 nM.,^3^^^7 =f:^;^ I^SIt^^ii) 
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^-(^s c 1 2B S^^tL^'tL^glL (II15 0^#.^). ^tlb(DMPL{CM-t^ 
T:^=^^ h^ti^illJ^Lfc^^:^. 05 l25.t>*5 2 \Z.7T^ir i. 0 K s c 1 2 6 5^7 

5 Ojfi;^54 4 3 8. 7 nMi: CO S - 7«©J$*±^t^fflV^/c|iSm 

^ito— 2t:^F V (scl2B5^'l' -r— ) -Cfi— -fiffiO s c 1 2 B 5 Ic^f tl^ 4 
0 0^|f§^V^T=^■-^ hS&SrTj^Lfc (ED5 0; 1 0, 1 nM)„ ^btC, -ffi© 
—:^^¥wX\t\L hTPO/^bWCl 2B5 1 £007=^=^ h?5tt<i: l^^t> L 

^WJ8 (t hMPLtC^-rSt 2E1 0 Rr^^I^^=i-Ki--5jl'(K 

8.1 1 2 E 1 0 nm^^mL^^^ K-t-^iafe^cDtg^ 

WO 99/1049 4tc:BE^(^r ^ 7 ^IB^J (@fl^iJ#-^8 5 ) ^mKim^^B. 
"-IB^y (@aj'J#-i- 87)(GenBank accession No. AF06 

2 2 5 2) ^m^-^^:b:Ltx'±-^(Dm&un^wt%^\^tu m\vfz.Mmin\t 

(12E10VH1, 12E10VH2, 12E10VH3. 12E10VH 
4) \C^m\.. 12E10VH1 (ia3?iJ#-^ : 8 8) StJ^l 2 E 1 0 VH3 (SB 
^J#-§- : 9 0) \-t±y:^:)5[^X\ 1 2 E 1 0 VH2 (ia>?iJ#-§- : 8 9) SU^l 2 
E10VH4 (ia?ij#-i-: 9 1) {±T ^'f'-fe ^;=^;^|^T-^;n.^'tL^^ Lfc„ ^-g- 
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7^-7- (1 2 E 1 0 VHS&t>'l 2 E 1 0 VHA) tt;t. ±^(Oik^^^^ 
iliSLfcio fii^. 12E10VHS imm^: 9 2) fiBu;^7°7^-7-T-y -i5^ 

-|fi?|J^^5'i^^c:/^>l':/lJ i?VXL, EoHi nd I I I $ijPS^^If>iS5ia?iJ/j: e)t>' 

^^:='-!^*>>i5'ia?lJSr^^oj;9^^^ tfcl2E10VHA (ia?ij#-^: 9 3) 

j.ox7°7^x K:^-@a^ij/i bt>*fcB a mH I ummMmmm^n^i: o 

PCR^IKl 0 Opl {i, lOjiK^lOxpcR Gold Buffer 
^I^ 1. 5mM MgCl2s O.OSmM dNTPs (dATP, dGTP, 
dCTP, dTTP), 5^=^:)/ hODNA7j<y 1 i T a q 

Gold (^±PERKIN ELMER ^±M). 2. 5 t'n^/W-f o©'^'^;^-!) =r^^ 1^ 
;^5^K1 2B5VH-1~4^-^^L. 9 4°C«S8M(Ci:9 5)-rp1^L-C2)^t;i 
9 4.X,\Z.X2^m, 5 5'Ctc:X2^^TOt>*7 2X:^CX 2 ^m<Di- 4 ^ 2 JsiR 
^Lfcf^, 10 0 pmo 1 e-fo©^{|ij7°7^-r— 1 2E 1 0 VHSS.t/1 2E 
10VHA?r:5n^> $btC9 4°CtCT3 0#Pb1, 5 5 °CJCT 3 0#FBmi>' 7 2°C 

J-X 1 ^ft1<^f--i' iS'yi^^ 3 5 m^m Uytm^ Sli&?i-a-%<SrlE(c: 7 2'CT' 5 r^-M 
PCR«ife(il. 5%{£i!li^,r;(/P-^^V^ (Sigma tti!{) ^ffiV^|»i!it7t 

1 

^^ ^JPfii^s^B a mH I RXJ^H i n d I I I -rl^'fbL. t h Hm^%^^i^~H 

5DNAilfjt^#tf7'7^$ K^HEF-1 2E 1 OH-gyl in^jj^ Lfc„ 

^ bl-. HEF-1 2 E 1 OH-gyl ^$IJPI^|^E c oR I /^bO^fCB amH 
I-C«U 1 2E1 OVH^^-KI-Sii^K^^lii^Ufcf^. thFabH^ 
^3g-<;J'^-p COS-F d(C#ALp F d- 1 2 E 1 OH^#yc„ fj:iS, th 
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E c o R I RxiB a mH I Mmmmimmm^^i-^ ^ o Kwm- lt^g i c h i 

-S Wm^QA) ^IS^y-^-^-tLX}^ h H^^^^^Ho C H 1 V/^ 

~m(ow±=^ K^is ii/B g 1 II mmmimmtL-^^'t ^ ^ o t^co i 

CHl-A (Sa^!j##6 5) ^ffiV^fCo 

KHEF-1 2 E 1 OH-gyl&U^p F d-1 2E 1 0 HtC^^tbS 

nm^ 1 2 E 1 0 Hmy^^^i$.<DmM^m'Bi,u7 ^ /i?sa^ij^sa^ij#-§- 9 4 

8. 2 1 2E 1 0 L^-5T^M^^3-Ki-^iafe^^g>^ll 

t hMP LfCii^-^-tS t hfet^ils:! 2 E 1 0 L^^'^M^^^- Ki-Sit^-Tfi 
WO 99/10494 (C|eS<^T 5 7 (Sd^iJ§-^ 9 5 ) ^S{Cia^J#-^ 9 

^la^J (la^lJS-i- 9 7) (M o 1 . I mm unol. 1992;29:1515- 

15 18) ^^iM^^^^^txmnLfz, m^Ltc^mmmit±.mtmmK^^ 

■t'tL 1 5 b p (0:t'-y<^y y 7°ia?iJ^Sri^o j; p l:: 42^©;^-]) i> U:^^ K ( 1 

2E10VLI, 12E10VL2, 12E10VL3. 12E10VL4)lc: 
i9-tiJL. ^tLm-a^^Lifco 12E10VL1 {mm-^- 9 8) St)«l 2 E 1 
0VL3 (ia»-^: 10 0) fiirv;^ia?ij, 12E10VL2 (ia?ij#-^ : 9 

9) SC/12EX0VL4 (ia?iJ#-§- : 10 1) itTy=^±y:^Mm^tL. ^ 

-fy-^-^- (1 2E 1 OVLSSO'l 2E 1 OVLA) ^;Dfl;t. ^:SC9it{HT-^ 
li*g Lifco T'.eiJ, 12E10VLS (ia?lJ#-^ : 1 0 2) S^WjZfy^-^-X^) 

-^-mm 5 ' Jsizi^N^ y X L. jao e c o r i Sfjps^s-raia^j^.^ e> t>* 

iCnf-'i/iJ'ia^J^i^oi^iC, t7tl2E10VLA {Sa^lJ#-i- : 10 3) Jit^ 
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(Sigma |±M) ^^V^flML/c^t^ aiJPSSf-^E c o R I S.t>'B I n I X^mihU 
5 DNAga^J^^t^mx IEtV^DNAK^J^*-r'5DNABlf>t-^-^^f7'7;^$ 

mmmmE c o r i -et^ibu. 1 2 e i o L^BT^^^s-u't hyj^^~m^tm 

E 1 0 L^itfK^ (IB^iJS-^ : 1 0 4) ^}#07°7;^ 5 K^p COS - 1 2 E 1 

10 8. 3 S^Bfel 2E 1 0-?^MF vO^'^i!^ 

nm^l 2 E 1 0^|i|s— vfil 2E 1 0 VH-y^-:;!?' 1 2E 1 OV 

n^^r : 1 0 5) <lrM1-5^tT'IS'f+t/c, y y:b^mm (G 1 748 e r) 3 
5r ^yi^/O^b^cC^y >';t7-Sa^lJ^ Htdt^ (G l y^S e r) i©5T5y 
15 ^;0^b^^5y @a?iJ>fflv^, StS^l 2E 1 O0F V ( s c 1 2 E 1 0*3<tt>* 
d b 1 2 E 1 0 ) LfCo 

(1) ST ^ y^^^pj/^^ y >-i7-ga^|J^;lv^/^cS1i^l 2 e i o-:$:^f v 

ST^ymt^^^ji^ y ^;*-ifi^J^ffl^/^fc:^^^l 2 E 1 o-^isiiF v 5:="- 

20 K-r Sae-^^fll 2E 1 0H^V!MJ|!c^=i-K-r5jte^O 3 'i^. SD^12E1 
OL^V^*i4^=i-K-r^3t^i^(^5'iffi{C (Gly^Ser) , y ^-pt;- 

iPIt. 3i^-r^:i<!;(cj; ip^^tfce Sfllfigl 2E 1 0-:$:^F vOi^^Ofc* 
(c4{i©PCR:/7-r-7- (A~D) ^^fflLfco T'^'f-^-AiRt/Gfi-ir:/;^ 

H^v^^ofcie>(^tii:;^7°7-r^-{ii 2 e 1 0 s (y^-T-^^A, @a^j# 

10 6) trJlV^, H^V^J^O/c*©t^;b^7"7'r-7-DB 2 (yy^-^-B. 
iBJlJ#-i-: 10 7) fi, H^V!glgei7)C5jc<iS^3- K-r5DNAtC>'^-('yy iJ^-f 
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XL. ILO (Gly4Ser) ^^3-^=^- h't^^^MWlhrn:: 

8) (iL^v^J^(Z)N7l5^ffi^=I-K-raDNA^^/^-r:/y ^-I'XL. ao (gi 

5 y4Ser) .^i^'b'fcS y ^^i>-^='~- K-t-^:feSia^iJ'^ebW^H^V^^OC^ 
v-til 2E 1 0 FA (7^7^ -^-D^ IB^lJ^-^ : 10 9) {iL^^«^C 

10 ||-PGRai5^^c::^ov^T2o<^s^&A-B^^^/c-D^^TV\ ^lt^-pc 



fzmMl 2ElO-^m.F v^='-h'i-^±^DNA^i^m\^tc (||~PCR)„ 

15 5 KHEF-1 2E 1 OH-gyl (^JfefllS. 1 3^t>'S^fiK 1 2 E I 0 

L^V|SJ|KSr=i- K-r67°7;^ ^ Kp COS- 1 2 E 1 0 L (^M8. 1 ^# 

^— PCR^PgO^V^S On Ui. 5iil(D10xPCR Gold Buff 
ex II> 1. SmM MgClj. O.OSmM dNTPs. 5 3.= s/h(^D 
20 NAtKP ^ 7— if Amp 1 i T a q Gold (^±PERKIN ELMER liM). 1 0 
0 e3^/L'-fO(Z)#7°7-r-7-J^t/l 0 0 n g^^ilMDNA^^Wt. 9 A'C 

(Dmw^x 9 5^Pb1^ ut^jc 9 4 t;tc-r 3 0 fpm. 5 5 °ctcT 3 0 fmRri 

25 PCR^figi|^A-B (4 2 9 bp) RXfC-D (3 9 5 bp) M'PCRT' 

Ty±yy']} Ltz, ^3PCR^C:|oV^-C. ilMi: UT IjiLT o©^- P C R^JS 
feA-B&t>'PCRSf&*^C-D. 1 0 0 e^^/U'-fot^^T'y'Y-^-. 1 Op 1 
<7?10xPCR Gold Buffer II, 1. 5 mM Mg C 1 0.0 8 
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mM dNTP s . S^—^^ hODNAJj^y ;^ 7— if Amp 1 i T a q 

Gold (j^±PERKIN ELMER ^m) ^t'^ir^ 9 1 <^P C R^l^^^^^, -h 

^-pCRKX\}^Cfc7 9 5 b p ODN A^^jttCOV^T 1 . 5 %iSS!lJ,^v7;5/ 
P-x^</;^^ffiV^T^Sl5[Lfc^> E c o R iRXfNo t I tT'^U #e>HfcD 
NAif>t^P CHO l^iJ'^^-^fcftp COS l-<i?i?-iC^^ D— ::^>'^Lfc„ 

^^^^^^'-pCKOHt. DHFR-AE-RVH-PMl- f (WO 
9 2/1 9 7 5 9#,^) i^b. E c oR I^tJ^Sma I J: 0 ^L^t^Jt^K-? ^ 

^'iJI^ EcoRI-Notl-Ba mH I Adaptor (^MiattM) ^ 

B 5-:^^F v(DiELV^T5:y®^Sfl^J^='^ K-fSDN AH(f>lr<Sr-^tf T^^:^ ^ K 
iSrp CHO-d b 1 2 E 1 0^ S.O*p COS-d b 1 2 E 1 0 t-^^ Ltc^ 
77^5;KpCH0-dbl2El ORV^v COS-dbl2El OJC-^ttl^S 

1 2 E 1 o-*^F V <^4&siB^ij&T>'T 5 y i^aa^ij^id^m-^ : 1 1 0 
(2) 1 57^>'mi)^hfj:^v y^-mm^m\t^tcnm^i 2e i o-^mf v 

- K-rSjt<5^^(i 1 2 E 1 0 H^V^^<^3- Ki-6itfE-?<J5 3 'iSs &t>' 1 2 E 
1 0 L^V«>lr=i-K1-?)at^^<^5'iiSglJ:^tb€tl/ (G 1 y,S e r) 

?i<lr^V>Xiii|>it> jgii^-r5::i:iCj;i9l«^Lfc:, 1 2 E 1 O-^I^F v 

(DffWi<Dtc)^\CA®(DPCR-:/y^-7— (A~D) ^^ffl b^to Zfy^-^—AR 

H^VpIilJ^fci^^BiJ^^yy^-r-fil 2E 1 0 S A. 

10 6) ilr^VN, H^V^^(^fci^)(Dm;^7"7-l'-r'-s c 4. 3 (T'^-I'-^- 

B. ia»#: 111) fi. H^vfliiKocjlciffitr^-K-rSDNAtcW:^"^ 

i^VXU, J.O (G 1 y^Se r) ^t^b^l^^) 
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2) {iLiPVfJi^(DN*S^lr3^ Ki-SDNAlC/>'l'yy ^-fXL, 1.0 (G 1 
-r^-fil 2E 1 OFA (y7'l'-7~D. Sa^JH-^: 10 9) j±L^-5I«^C 

3 - K-r 5 D NAtC^N-r y ^-r X F L AG ^ :2 - K-r-s^ssB 

^— P G RMlCjoV^T 2 OcDKf&A- B^0C -D ^tTV\ ^ UT^- P C 
\t^tcnm^l 2E 1 0-;$:i^Fv S: = -K-r 5^5:DNA^ii(|iiLfc (B-PC 

R)o ^^.fc^s, ||-PCR^c:^oV^T^i> 2E1 0-*^Fv^3-K1-6:/ 

7;^^: KpCOS-d b 1 2E1 0 (»^^y8.1 (1) ^#RS) ^^Si: LXfflV^ 



^— PCR^P^<Z)-^^K5 OiiUi. Sjil CO! OxE xT a q Buffer. 
0.4inM dNTPSx 2. 53.^.;/ hf^DNAJi^U ^ T a Ka R a 

ExTaq (JeJl±M^ttt®{) . 1 0 0 t'3^/U-f OC^^T'y -r-St^ 1 0 n 

20 Tl S^r^mU^? 2lCtCT2^^FB^cOf--Yi?>'W$r5lEl. 9 4*^^X1 5#Fpma«7 

PCR4^#)A-B (4 7 7 bp) S.t>*C-D (4 4 7 bp) (lM~PCR-e 
Ty±yy]) LtZo ^~PCR\Ci6\,^X, m-Mt LX lv.L-f -00^- PC R^ft 
25 4feJA-B2^t>*PCRgl&feC-D. 1 0 0 t'='^/l'-fo©7'7-r-7-ASt>*D. 

SiilOlOxExTaq Buffer, 0.4mM dNTPs, 2.5^^5/ 
}>C5DNA7j<y ^ 7— ifT a Ka R a ExTaq {y.±^mm±^) ^^-^U 



15 
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^-pCRicX^^CtcS 2 5b pODNARIrJttJloV^T 1. 0%i&Bj^>T:ff 
P-^y/^^^V^T^SML. Ec oR iRWo t I-Cf^ibU. #btufcDNA 

ASa^iJ^^<^^. Slfffife 1 2 E 1 0 -*0F V ©IE LV^T 5 y i^Sd^iJ^ Ki" 
5 5DNA»f>T-^^-^tp7°7;^5 K^p CHO- s c 1 2E 1 0^^t>*p COS - s c 
1 2E1 O^^^LfCo *7°7>^5 KpCHO-s c 1 2 E 1 0 Rt>*p C O S - 
s c 1 2 E 1 0 \Z.^%Mnmi$. 1 2 E 1 0-;*:mF v <^4l£@B^iJS.l/T ^ 

: 1 1 3 ic:^-ro 

8. 4 ^i^i^Ha^^V^fc^l 2E 1 Ofet{2|s: (I gG. F a b ) iiRU^-^MF v 
10 7jf y ^T'^ K(D^3i. 

1 2E 1 Oiitflc (I gG. Fab) 2E 1 O^^*:S*©-*0F v 

15 ne Pulserl I i^g (BioRad ttJii) ^ffiV^fc:3^ k:?' h O/J^U— ^/a 

}C j; tJite^^AUfCo 1 2 E 1 OirCi^ ( 1 g G) c7)^Ji,(Cfimjili<^^^^^i5' ^ 
^HEF-12E10H-gYi:RtJ«pCOS-12E10L#l Oixg-foSr, 
1 2 E 1 0 F a bifK-t^^^^i^fip Fd-12E10Hi:pCOS-12E10 
L=S- 1 Opg -fo^Sr, — ;2tci^F v(7)||ia(C{tp COS - s cl2E10 (lOii 

20 g) ^fcfipCOS-db 1 2E10 (lOpg) ?rPB S{C!^^L^cCOS- 7 
» (ixl 0'»/in 1 ) 0. 8m UC^il^UfctO^=^a^5/ M^:*JO;t. 1. 
5 k V. 2 5iiFD<^^ftlC-C/NVu;^<^4-x.f::o ^jii-tCT 1 0:J^FB^(^lE]^^rBl(^^> 

MEMiiifi (GIBCO BRL ttHi) iC^IJO^iia Ufc, »^PBST'- 
25 IDSfc^t. ^f^tcMM^lfeCHO-S-SFMl I ^ife (GIBCO BRL ^tS!i) Sr^P 
X.. $btc:3BTO«LfCo l^«JiV»^ii^L>L»5fe#i^^l^5!sLfcm. 0.2 2 

^fc. 1 2 E 1 0^{$*^(D-«F V (;i^y-<r^ K) (D-H^^^mCHO 
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mh^^^myl-t^fclb. pCHO-s c 1 2E1 O^fctip CHO-d b 1 2E 

^W^-^^ — Gene Pulserl ll^M (BioRad ^U) ^^V^fc 
aiUi^' hn4<l^-:/3 <9 CHO»i^atei^2StALfc„ P v u Ui^ibt^ 

5 it)E«t-bfcDNA (lOOiig) i:PBSlC»LfcCHO*ffl)ia (1x10' 
»/ml) (Z)0. 8ml ^^^-^LfctO^^^-^-y M-iPx.. TR^'trlO^^W 
gt/c^s 1.5kV> 2 5pFD<^^ftlc:T^-?/l^;^^4-;tfCo Mt^TlO^PsI 

H^J^jfuit^^ebWCt^^^-^W-rSCHO-S-SFMI (GIBCO BRL M) 

HO-S-SFMI Iitit!l (GIBCO BRL ItM) iCTJ^^LfCo #bil/fci? ^-:/^- 
OV^-C|gEfiOi^V^^' n^>'<lr 1 2 E 1 0^:^^¥ V (OM^U^Wt UTjiil^t 
i<3?»t5|^^Mlfl?*i^l^llCHO-S-S FMI I ^ife (GIBCO BRL 1±8!i) 

8. 5 CHO^aaM^c^l 2E 1 O^jl^CO— ;^^F v(Z)!tt§Sl 
IIWJ8. 4-C#fc— J^K^F vHmCHOE^lS^ (s c 1 2E 1 0. dbl2 

20 (1) t^:FLAG^^^;^;7 3^?S:ffiV^fcltM 

(scl2E10, dbl2E10) ^^^fl 15 0 mM N a G 
1 ^^ts 5 0 mM h y y^-mkW€]WL (p H 7 . 4) ICT^^ Lfc^ FLAG 
M2 ry ^ ^'r-i '^^^ (S I GMA|±|^) tiyMZ.&i\^. W\BM'0X' 1o y J^t: 
j5fc#t^x 1 0 0 mM y ( p H 3 . 5 ) -e;^? 7 l^BS^ t fcS S K<lr 

25 ^tti L.fc„ m^Wj^\-t%-h\c iM Yv y^-mm:€M ( p h s . o ) ^n^xmu 

bfCc SDS-PAGET-=&V^fcfc5®5^^i3^|iTb. -2^liF v ^fcil:5^«r. 
^i^^'n7'w^U Ce n t r i c o n-1 0 (T 5 = W±M) ^fflV^-C**J2 0 
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(2) ^-jm^ 

(1) (DM^^. 0.0 1% Twe e n 2 0-atfPB ST'^ir^btfcS u p e 
rdex200HR:*7i^ (10x30 Omm. Am e rsham Pharma 

- c.iaM) i^^JPLfco i:? 0-7 hi/7i»^ll5 3fc^J:t>*5 4f;:^1-„ 

5 s c 1 2E 1 OtCioV>Tlt2 0(^e-i7 (A. B) tmm^tltc (El 5 3), tfc 
d b 1 2E 1 0-C'(i> 20©t'-:^' (C, D) $tl/fc (0 5 4)o ^t^^'H 

(Dii'—'i'm^^^ML. ilTD^lJ^^SJbP^ ^»-e^a;SL. La e mm I i (D:^^^ 

E15 5iC7i^-rJ:9(;:. iil:^A. ®5^B, iii:$3^c. ®:5>DV^-ri^til7Cl^|J<^^^:^ocD 

Huiiii(DS u perdex20 0 HR;^? 7 A^^V^yc^V^5i§'C:9■^lT U/c 

iiit^. ®:5>AfiE;ii='tt±<^^^SJi?^2 0 kD. jl:5>B{i|^4 2 kDtc^W^ixfc 
(l§l5 6^#B^)o -13. ai>Cftl,;5^it±c^:5>^i:*^6 9 kD. ®5>D(il^4 1 
kD«|±l^tT.fc (0 5 7 5r#R^) Jii.J:©|iim:d>b^ s c 1 2 E 1 0 **<7)®^ 

9. ^/t, db 1 2ElO*5l5<^^ii:5>Cfi-;4^mFv©^*^^*'a'^4^y-^-^ 

t hTPO^^^^ (MPL) <Sr^^-tSB a/F 3« (BaF/mpl) iCM-t?)Ji 

20. Jg^Stt^aiJ^-rs :itKX^X. trim p 1 T P 0^^tt<^M^fir 

B a F/mp 1 1 % Vli^i,! (GIBCO^fc®!) ^"^tf RPMI 16 4 

(GIBCOlil^) X2W^t^Lfc(D-tb. 5x l 0 '»/m L(^»aili';^i 
Idl^^lC!^^ L;rc„ IffiMP L-*^^i*:*fc{il: h T P O (R&D Systems 
25 ^±m »±fe-^-igatc:^f?L. «»K5 OiiLlC^fls*fc(it hTPO#«?^K 
5 0iiL^iPx.X9 6;^:-v-r^ P h (Corning liHi) {-r^-^L. 

COj-f (CO,^il;S: 5%) ■C-2 4B#Pr.^i^llUfc, WS 

T-8f^m (^jffflM-S'J^I*^ S F : ^;^7^-r^i^aM) ^lOpL^nx.. ff^ 
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t-M^Slt Benchmark Plus (BioRad |±®i) ^l^ffiV^T^&lJ«:g 4 5 0 n m. 

5 %) -e 2a#PBl-r h Ufc^. Benchmark Plus ^SrfflV^xMi'J^i8^:S:4 

5 0 nm. ^Rgj^fte 5 5 n m©M;t<^S'J^l-fc. WST-8^^ii«« 

:^iCB a F/mp 1 «li5iSffitt?:l?{ffi tfCo 
^iffil 2E1 0^fls::9'i^^|im$^fcCOS-7»(^^^±?t^^fflV>> MP 

(dbl2E10) *3j:t>*l 5T^yi^ (scl2E10) (D-*^F vT' 

(EDS 0 ; ^tb^'tu9 pM*3j:t>'5 1 pM). 1 2E 1 0 I gGiS^XJ^l 
2 E 1 0 F a b X^it±< bMf>^otCo 

15 §0 ^::T\ 1 2E10-;*:!iFv^^m$-^irfeCHO»cO^*±m^'J^>6 
■to s c 1 2E 1 ot^^^^:^-f;il^c^^i^§-fi^*: (s c 1 2E 1 0^^-^-. E 

D 5 0 ; 1.9 pM) ( s c 1 2 E 1 0^7 -7^. ED 5 0 ; > 1 0 n 

M) fc:)t-<T> 5 0 0 0f|f^±5^V^TPO^7=^":::;^ hS&^^jj^U, ^©Sttfi 
20 TPO (EDS 0 ; 2 7 pM) J: "9 t5S;!)^ofc„ tfc^ d b 1 2 E 1 OO—MW- 
(dbl2E10^-Y ED50;2.0pM) (iscl2E10^V t 

^S^^I^#03Sv^^gtt^^Lfc„ •yy^6i§:$^^^l:;6^&Hl:|2^i:^t^$tu/cd b 1 2 

E 1 0 h (ED 5 0 ; 7.4 pM) d b 1 2 E 1 0 

V^?St^<^^tfc, iiJl±(^^i£;^7l>ej. T h ^1^^!: 1 2 E 1 0 ItlE 

25 ^-g-^fCW^^ T'fc5rt/5^mSi:%^e>tl/5/5^ 12E10 Ig 
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mi. t h I sGimmK t ^ i APSr^m-r^L 1 2 1 o» (h i ap 

5 112. ^T^^MABL-l^i^^JiS, t h I AP?rlim-t"SL 1 2 1 OM (h 

I AP/Li 2 10) M^6<3tc:|iS'g'i-^c:<i:^7i^-t-7P-f-^ hV-o^^^ 

BIS. ^^7MABL-2ia;fr;6^ t h I AP^^^-f^L 1 2 lOM (h 

I AP/L 12 10) lc#^6t)t-i^-^i-6::i:^^-r:7P— tj-^ hp< 

10 ^^Tf^-tmx^h^o 

1214. ;$:^F v(7)f^;*::^?i<Srm5S:6^lii^i"lllX'fe5o 

1215. ^jc^e^O-stci^F v*3- K-f-SDNA^^^ ::kflf0tCT||3i<$-&5fc* 

(±;5=>b 9 7.4. 66. 45> 31. 21.5. 14.5 

kDaSrTJ^-r). pCHOl^AC0S7mi#«±m^ pCHOM2^A«^ 
^±?»o p C HOM 2 «AillBliai§« -h^f tcSlifiJcMA B L - 2 F v 

118. 3 ^hP-zUirLTf^p CHOI/COS 7 »;©^±?Sotn:ft:{i. => 

V hn~/i/i: t-C(Z?p CO s 1/L 1 2 1 omn^^atl^'^ t^^-ty ^ 

in 9. MAB L 2 - s c F v/CO S 7jilBM^±M<^in;i*fi. 3>'hD— 

25 i: tT<7;>p COS 1/L 12 1 0M^^^ii^^•^t^j^v^;l t ^^-r7P-f--i' h;^ 

mo. hP— LT<Z)p COS 1/COS 7^fl^l§||Ji?t<Dfei:i^fi:> h 
1 AP/L 12 1 OMiC^ig'a^LT'.ev^r i:^7j^-f 7P-f-'l' h 7< h])-(D'i^^^ 



wo 02/33072 



74 



PCT/JPOl/09259 



mil. MABL 2- s c F v/COS 7^fl&J§#±?ft?:)^l^{t> hlAP/L 

5 la 1 2 . 5 . 6 -C-Tl^i-C ompetitive ELI S ACO'^^^Tjkir 

m-Qh^. ;*:||B^<^— :^0F V (MABL2-scFv) O^M^-^Stt^x =^ 
> h a— yui bT(Dp CHO l/COS 7 Jtig? L T . -vC/^-^e/ 

10 — /l-i: tT<Dp COS 1/L 1 2 1 Oi81l&tC{i, 3y hP-/l/i: LT<Dp CHO 

11114. Iliife^?!l5. 7<^T5j<b-iX;^^^^l:<^ifem^^:^-riI|-efc«3. 3>-hD 
— /Vi: L-rcDpCOSl/Ll2 1 0|fflj3S(C{i, MAB L 2 - s c F v/CO S 

15 [1115. ^il^^'jS. 7(DTn^h—y:^mM^^<D'i^^^7r:-rmX*h^. hlAP 

1 2 1 Omt^lii^ h n-yl^i LX^^ p CHO 1 /CO S 7m^i^^± 

mi 6. nMM5, 7©T4^ h-v^;^^^^;i:<^^^^^i"13Xfcl?. hlAP 
/ L 1 2 1 0 ^^mcM MA BL2-S cFv/COS7 mU^^±^^^W*^ 

1117. ^M5. 7(7)T;J^ h-V;^^J»^;i:©|i£^^^-r^-efc(9. CCRF 
-CEMM}Cfi, ai^hn-zui: LTc^ p C HO 1 /C O S 7M^^±?f^ 

mis. m-mms. 7(DTn^h->'^mm^^(Dm^^^i'mxh^. ccrf 

25 -CEMMtC^L. MAB L 2- s c F v/COS 7mit^±M^i^^*^#^ 

gll9. Hii^ijS. 9a?CH05ifflflaM^i^MABL-2trL^i|^*5l5©— ;*:^F 
)|tMm(-^3V^X. Blue-sepharose ^ 7 J^X'nbi^tzm^'^^^^ K^deVT^^°^? 
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0 2 0. ^M^J5. 9© (2) X%h^fz.W7^ m'7i^\^r>\^X^)^m~^^^^ 

1112 1. ^Jfe0!|5. 9(DCHOia!iail^(^MABL-2tn;ft^5l5©-2|s:^F V© 

10 1112 2. CHOmS^t^MABL- 2^5i;f2isS5l5(7)— 4!:^F v«^ifSSlii:i*3V^-C# 
btbfc®:9-A 1 S.TJ«B I ^yVl-MiitCj: iJrJ^^ff Ufcifem^^1-illX'fo'9s iHiJ^A 

1112 3. ;^|g8a(7)-;!^0F v^^^- K-r6DNA^> icM©®flS|^lCX|g5i,$ 
15 11124. ^ifeMS. 1 2<D;/<:M«S±<^MAB L- 2^^*3fe«^— V 

112 5. ^il^FilS. 1 3<^T?K h-v^^^^»(Difemil:?F-rillT'$>'9. hlA 
20 P/L 1 2 1 OlfflliaiCfi, 3:/ hu— yvi: LT(^-r«j7^ I gG^^*:fiT7K h— v' 

1112 6. %W\^. 1 3©75}^ h-i^^^^^^©i^^<£:7^-flllT*fo!9. hIA 
P/L 12 1 OiSfBflaiC^b, CHOitollSffi^OMAB L 2 - s c F v^-l'-x'— 
^m^TifsY-'y7.-^^Wr^^b^7r--t (flrill^iS 3 g/m Do 
25 1112 7. ^ii0ij5. 1 3 0T4< h-■^;^^$a'^mc^|iS*^7j^i-IllT♦fc"9^ hIA 
P/L 1 2 1 Ottt-StU. :^MMS^OMAB L 2 - s c F v^'^-^-^S 

028. ^ji^!l5. 1 3 0TJi^ h-v;^^^^:^<^S$^^7ix-ril-t'fc<9 > hIA 
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P/L 1 2 1 0»(C{i, CHOmE;t<^MAB L 2 - s c F v*y-7-<0T 

02 9. mmmS. l 3(Z)7/J^h-v';^^)^^J*<^*Sm^?l^i"l2I"t'fc'9s HIA 
5 P/L 12 1 0«l-(tx :kmW^kM±(DUAB L 2 - s c F v^y-7-(^r 

/ml)o 

1213 0. ^iS^!l5. 1 3 0T^ h^v':=<-^^2^m<^*S^^^1'El'^'^'5. hIA 
P /L 12 1 OJSBSatc:}*, h D— yui: LTtT^-^l^'^ I g GtrCi^ti^F L AG 

m 1 )«, 

P/L 12 1 OMi::>t^L^ CHOiifflteS4<Z5MAB L 2- s c Fv^y^-^—i^ 

^ F L A G^f^O» J: xm^iJir ^ h -i^x<. ^MM-r 5 - <!: ^^-t" 

15 3 M g /ml), 

133 2. b b#Mfll»^KPMM2^^fllLfc-r»j7;^(Oiiia.^»'t'©k h I gG* 

20 ms 3. mm^m'<k<D-^^:^(D^^^^^»i^xi3^. s cFv/cHoy-Y-^ 

1213 4. MABL-2$t{$:*5l50 2o©H^V^i^J^0«2o(^L^V^J^^-^tf 

[s c (f v)2] =^B3a-rs7"7;=^5 V(D-m(Dm7^^^to 

03 7. CL0] - [H^] i:7^i5J:9(-V«»SitL. l.o-i^^ Ky 
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113 9. ^ii^!l6. 4.\cion6^:^^^yy'oyT^y^(0l^^^^^irmx^h\). 

2O(?5H^V^i§gJ^t>*2O(^L0V^^=^-^tf5fe^^fl^s c (F v) a&t/®^ 

mAOaRX^b. MMMQ. 3 (1) lC-C«LyS:CO S 7«i§«±^t^fflV^ 
^^^p-H^^ MJ-<^*gm<Sr7i^-rillX'fo'9, Ky >';^- 

^^-rSMABL2-s cFvWs c(Fv)2fi. t h I AP^CMb-CiiV^^fO 

04 1. ^WJ6. 6<75r7Kh-v'^^^^*<^^:^^^i"Iil'^'fc'^'^ scFv 
<HL3. 4. 6, 7. LH3, 4. 6. 7 >St>' s c (F v) ^fih I AP/L 1 

2 10 mtcSt L-C^^^<e^?ilia5EI:^^i-6 r. <!: , 

0 4 2. Hm^ije. 1 Oc^ttJS|g-a-Wffi©*S^«:^i"lil'C'fc'9s scFv<HL 
5 XD^'^-^^RXls c (F v)2*^t: h I A P ^^*^LT;iiV^m't±<SrWi"-5 ^ ir^f: 

i-o 

043. ^»J6. 1 1(^ in vitro TJ}<h-v';^^^S^:^<^^*^^'^l^'^'fe^^ 
MABL2-S cFv<HL5>tDi/^-^-S.t>'MABL2~s c (F v)2f±h I 

AP/L1210. CCRF-C EM.(^M»iC*r UT^£|6fe#^t-^fla5E^^ 
04 4. t h#||Mflai»KPMM2^^*lLfc:-ve7^i;:*5tt^t: h#il)ltl-J: 
v<HL-5>S.t>*s c (F v)2;6>KPMM2M(^Ji5iS^^Sl-3&<W$iJL'XV> 
04 5. flt^^*l^(D-7l>^(D^#0ic^^U-C*5'9, scFv<HL-5>S 
046. Sii®5^tf^f^-^l>^'^^#0i^<^^L.-Ci3'9. s c (F v)2i8;-^^ti:*Dl/> 
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1214 7. 1 57?.jm^b^j:6 ]) ^^-Sa^J^-atf^^i^l 2 B 5-2^^F v 

M4 8. mMm7. 5 (1) T'#btbfc#l 2B 5-;*^^F v^. J: 
5 ^MS!iLfc5^^^:^-t-iaT-fo"9, s c 1 2 B 5 Tii 2 OC?5 fc'-iJ' (iii:b^A, B) 

049. mMi^n. 5 (2) tCioV^X. ^iii:9-A*3J:t>'B^SDS-PAGElc 

mSO. mMmi. 5 (2) {CjoV^T. ^®^AioJ:t)«B^S u p e r d e X 2 

10 0 0;!7 7i^^cj:l9:9•^Lfci^mS^:^U (a ) ®^ATii^/54t±(^^^^^i:*^4 4 
kDlc. (b) iii:J>B-Ciil^2 2 kD©{igtc^St°— ^;i'^^y:i^tbfcc:^^^1-o 

1351. scl2B5STJ^12B5^|^ (IgG, Fab) (DT P O^T =i'::^;^ 
h?£14cOil'J^5i^ll^7i^ 1 2 B 5 I g G25.T>*— -liffi— ;!|c0F v ( s c 1 2 B 5) fi. 

15 I2I5 2. s c 1 2B 5^y^-St>'t?''l'-7-(^TPO«|T=i'=^;=^ h^Sttoay^^ig 
m^TT^ -'filliO^ili^-a'^efi^^to-^mF V ( s c 1 2 B 5 i5^-f -7-) fi- 
{jBi<Ds c 1 2B 5 J;!9j^4 0 0^^^^A±3lV^r=^■^;^ h^lt^^Lx ^(D^^itii 

m 5 3. #btT.fc s c 1 2 E 1 0— *^^^$rS u p e r d e x 2 0 0HR;i7 7 

iOsc3Xi±. 2o(Z)t°— (iiJ53-A, B) \c:^^^)t\jtct^^^yT^iro 

0 5 4. #bHfcd b 1 2E 1 0— J^^titi^^S uperdex2 0 0HR;*/7 

1 0 s c SX'fiv 2^(D\^°—^ (M'^C, D) |C:$^^*i^fc^lP:^:^-f„ 

25 11 5 5. ®^A, B (s c 1 2E 1 0) i3 itJ^jii^^C. D (dbl2E10) ^ 
3^5^^ ^jl7D^{^Tl-43(t5 SD S - P AG E:5^lf bfc*^:^^^i"o 

115 6. ®5^A, B^^ Supe rdex20 0 HR:^ 9 J^^^^^tc^^^^i^^ 
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1115 7. iii^C, Die, S u p e r d e X 2 0 0HR;^7 7i^^ffiV^fc>y>5i§^7 

p-^ h/7 7^-T'53^^ffUfc^m^^-ro (1) iii:9-cxii. M.^^if±.M^M6. 

5 9kDt^ (2) iii:5^BT-(i. |^ 4 1 k D(^^4HlC, ±^k°-:J^;i^^t^$i^fc::: ^ 

05 8. 2E 1 OtrCfi^^i^tDMP Lil^-f^T =f::^;^ h?£ti^7i^-ti5^"7 7 

T'fol9 ^ — :!|s:^F V (scl2E10, dbl2ElO) X^m P 0^<D7 =i':^ 
:^ h^ii.t:7r-Ltz(DKML, 12E10 I g G*3 J:l>' 1 2 E 1 0 Fab-efi^ 

E159. SC12E1 0^y-7-*5ctt>*i?'^^-> Mr>'(Cd b 1 2 E 1 O^^-^ 
-*Jcttl« H y-r-(^MPL(C^-r'5 7'=i'-^ h?£tt^^1-i/7:7T'fe>9. s c 1 
2E 1 Oy^-^-. d b 1 2E 1 OjJ^^-r-*Jj:t>*h !;-^-<^TPO^T=i"::^^ 

h T P O J; "9 t) 5ii;^ T'fc -5 i: ^^1-0 

15 

■t-/l'^^KilU9 5T=f::^^ h{^ffi^WLT*3>9. -i/c^fls^^^ (whole I 

gG) tim.\^x^':^^ihi)m^-^t\^x\,'^^fz.^. urn. mm^(owamcmH 

20 Tv^s i:v^9#^gc^WL-cv^-5o ^ b^-*^BJ^ilitb^i^ tpo-^^^^^s (wh 

o 1 e I gG) x'om^',^M^^T=^=^^ hi^^^t-r^^^^i^tm^^fi^. 
±.(o^^^^mLxmm<Dim(D^^mf^Lt)^i^m^^^M&imm^^^o * 
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9. 2 0©H^V^^^t)^2 0(DLiiV!l^^'^tf-«5Ky'< 

11. ^m^i^^>^M^^t^i>(DX'h^. lf5H:^i~i o©v^-ftb;0-i«i-IBm 

25 12. HmvmmRxj^/xiiLmymMtiK t h^i^cDH^v^^&o^/xjiL 
13. HmvmmRxf/xnLmvmm^K t hM^b$ti.fcH^vws.t>*/x 
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14. ^-i|#^t4 (mono-specific) (D^^lifL^X^h^nM^l-^ 

15. ^^iTit^^K ^MW^i^ (multi-specific) (D^U^i^X' h ^t^^^ I 

5 16. ik-M^^HK ~m^^ik (bi-specific) (D^k^^i^Xh^tm^l 5{C 

18. ^^i^titm\^xm^^±(DT=f:^^ him (Evsom) ^TTsir. m^mi 

10 - 1 7 C5 V ^■f tljS^ 1 

19. mjLi^titmLX2i^l^±<D7=i'=^^him (EDSOjit) ^Tj^-f. If M 1 

2 0. ^jT:f*:i:lt|{fLT10|^ij;±©T=f=>^ hf^^ (EDSOffi) ^i^i". ff^^S 

1 9 ictmcDikm^i^o 

15 2 1. M^i$:^5T=r=;^ tfJft^l-l 7(^V^-f;}X25^ 

l^{-|eft<;5«^f$:, 

22. (TPO) tim.LXm^U±<OT P 07 =i'=-:^ 

(EDSOfi) ^TK-f. iii;ft«DH^V'gSJ^^2'P«±S.t>*L^V«^2 0jii±^tf 

20 2 3. TPO<!:Jt|5?LT2f^£;l±OTP07'=?r^y^ (ED50<i) i^^i". f| 

2 4. TPOi:itt55tXl 0^fUjL±(DTPO7'=ic^;^ h^-^ffi (ED50M) ^^J^i". 

2 3 {cfaSco{b^#;= 

2 5. TPOT=f-;^ h<^ffi(^ED50ia;65 2 0 pMiiATX'fo^lt^Jl 1 ~ 2 4(^V^ 
2 6. T P O T hifM<D ED50 ft^J^'ltl 1 0 p M&.rXh?>W^^ 2 5 iCfBlfe 

2 7. TPOT=f-;^ h^tffl(7)ED50M7i^^2 x>M&sTXh^^'^^2 6{Z.mm<D 
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2 8. miffiPftmti^X. l/l OJ^TcOlsm-^^i^ffl (EDSOii) ^7r:-tm^^^ 

2 9 . »FBm*{^jl^^K6<]tcW$ ;icv>ff7R3g 1 ~ 2 7 ©V^-f 1 ^^t-IBii 

3 0 . m-^m 1-29 <7)V^-r^^/6^ l JS^c|B^<7>5^c^^^$^^fc^:i'^k-^^^% =1 - Kf 
•SDNAo 

3 1 . ItJitJS 1 ~ 2 9 m^-rtif)^ 1 ^ic|B«sc^eS:iS^fls:^fc{i<b^^^^^-t-S 

10 3 2. 1 ~ 2 9 ^7)V^-f i^;0> 1 ^^^^(Oiicm^i^^tzi-iit'^l^^m^ir^ 

3 3. ff3}t«l~2 9(^V>-ftt;5='l^lCta^©MKi$:*fc(m-a-^©TPOr 
3 4. |»*^1~2 9(Z)V^-ftb;6-l^^asmw«^#^tfc:{i^^:^^^^^^V^■rT 

20 3 6. 1 ~ 2 9 <Z)V>-f 1 mcmi^O^M^i^^tciti\:,-^n^M^ 

( 1 ) T P O U'-fer^-{^#m6<JlC^^-r5^f*:<DH^VtS^^ 2 0^±j^l/ L 
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SEQUENCE LISTING 

<110> CHUGAI SEIYAKU KABUSHIKI KAISHA 

<120> Small remodeling agonist antibody against TPO 

<130> FP1033 

<141> 2001-10-22 

<150> JP2000-321821 

<151> 2000-10-20 

<150> PCT/JPOl/03288 

<151> 2001-04-17 

<150> JP2001-277314 

<151> 2001-09-12 

<160> 113 

<210> 1 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 1 

ccatcctaat acgactcact atagggc 27 

<210> 2 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> PGR primer 
<400> 2 

ggatcccggg tggatggtgg gaagatg 27 

<210> 3 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 3 

ggatcccggg ccagtggata gacagatg 28 

<210> 4 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 4 

ggatcccggg agtggataga ccgatg 26 

<210> 5 
<21I> 394 
<212> DNA 
<213> Mus 
<220> 
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<221> CDS 

<222> (D... (393) 

<223> pGEM-MlL. 1-57; signal peptide, 58-394; mature peptide 
<400> 5 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct gcg 48 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp lie Pro Ala 

15 10 15 

tec age agt gat gtt gtg atg acc caa act cca etc tec ctg cct gtc 96 
Ser Ser Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu Pro Val 

20 25 30 

agt ctt gga gat caa gee tec ate tct tgc aga tet agt eag age ctt 144 
Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu 

35 40 45 

eta cae agt aaa gga aae ace tat tta caa tgg tac eta cag aag cca 192 
Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr Leu Gin Lys Pro 

50 55 60 

ggc cag tct cca aag etc ctg ate tac aaa gtt tec aac cga ttt tct 240 
Gly Gin Ser Pro Lys Leu Leu lie Tyr Lys Val Ser Asn Arg Phe Ser 
65 70 75 80 

ggg gtc cca gac agg ttc agt ggc agt gga tea ggg aca gat ttc aca 288 
Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr 

85 90 95 

etc aag ate age aga gtg gag get gag gat ctg gga gtt tat ttc tgc 336 
Leu Lys He Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys 

100 105 110 

tct caa agt aca cat gtt ccg tac acg tec gga ggg ggg acc aag ctg 384 
Ser Gin Ser Thr His Val Pro Tyr Thr Ser Gly Gly Gly Thr Lys Leu 
115 120 125 
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gaa ata aaa c 394 
GIu lie Lys 
130 



<210> 6 
<211> 409 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (408) 

<223> pGEM-MlH. 1-57; signal peptide, 58-409 ; mature peptide 

<400> 6 

atg gaa tgg age tgg ata ttt etc ttc etc ctg tea gga act gea ggt 48 
Met Glu Trp Ser Trp He Phe Leu Phe Leu Leu Ser Gly Thr Ala Gly 

15 10 15 

gtc cac tec cag gtc eag ctg eag eag tet gga eet gae ctg gta aag 96 
Val His Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Asp Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tet gga tac ace ttc 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

gtt aac cat gtt atg cac tgg gtg aag eag aag cea ggg cag ggc ctt 192 
Val Asn His Val Met His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tac aat 240 
Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 
65 70 75 80 
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gag aag ttc aag ggc 

Glu Lys Phe Lys Gly 

85 

gca gcc tac atg gag 
Ala Ala Tyr Met Glu 

100 

tac tac tgt gca aga 
Tyr Tyr Cys Ala Arg 

115 

ggc acc act etc aca 
Gly Thr Thr Leu Thr 
130 



aag gcc aca ctg act tea 

Lys Ala Thr Leu Thr Ser 

90 

etc age age ctg gee tct 
Leu Ser Ser Leu Ala Ser 

105 

ggg ggt tac tat agt tac 
Gly Gly Tyr Tyr Ser Tyr 
120 

gtc tec tea g 
Val Ser Ser 
135 



gag .aaa tec tec age 288 

Glu Lys Ser Ser Ser 

95 

gag gae tct gcg gtc 336 
Glu Asp Ser Ala Val 
110 

gae gae tgg ggc caa 384 
Asp Asp Trp Gly Gin 

125 

409 



<210> 7 

<211> 394 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (393) 

<223> pGEM-M2L. 1-57; signal peptide, 58-394;mature peptide 
<400> 7 

atg aag ttg ect gtt agg ctg ttg gtg ctg atg ttc tgg att cct ggt 48 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp He Pro Gly 

15 10 15 

tec age agt gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc 96 
Ser Ser Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val 

20 25 30 
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agt ctt gga gat caa gcc tec ate tct tgc aga tea agt cag age ctt 144 

Ser Leu Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu 

35 40 45 

gtg cac agt aat gga aag ace tat tta cat tgg tac ctg cag aag oca 192 

Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro 

50 55 60 

ggc cag tct cca aaa etc ctg ate tac aaa gtt tec aac cga ttt tct 240 

Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser 
65 70 75 80 

ggg gtc cca gac agg ttc agt ggc agt gga tea gtg aca gat ttc aca 288 

Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr 

85 90 95 

etc atg ate age aga gtg gag get gag gat ctg gga gtt tat ttc tgc 336 

Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys 

100 105 110 

tct caa agt aca eat gtt ccg tac aeg ttc gga ggg ggg ace aag ctg 384 

Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly Gly Thr Lys Leu 

115 120 125 

gaa ata aaa c 394 
Glu He Lys 
130 



<210> 8 
<211> 409 
<212> DNA 
<213> Mus 
<220> 
<221> CDS 
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<222> (1)... (408) 

<223> pGEM-M2H. 1-57; signal peptide, 58-409 ; mature peptide 
<400> 8 

atg gaa tgg age tgg ata ttt etc ttc etc ctg tea gga act gca ggt 48 

Met Glu Trp Ser Trp He Phe Leu Phe Leu Leu Ser Gly Thr Ala Gly 

15 10 15 

gtc cac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag 96 

Val His Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tct gga tac ace ttc 144 

Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

get aac cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 

Ala Asn His Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tat aat 240 

Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 

65 70 75 80 

gag aag ttc aag gac aag gcc act ctg act tea gac aaa tec tec acc 288 

Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr 

85 90 95 

aca gee tac atg gac etc ago age ctg gee tct gag gac tct gcg gtc 336 

Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 

100 105 110 

tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 384 

Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin 

115 120 125 

ggc acc act etc aca gtc tec tea g 409 
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Gly Thr Thr Leu Thr Val Ser Sex 
130 135 

<210> 9 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 9 

cccaagcttc caccatgaag ttgcctgtta gg 32 

<210> 10 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 10 

cccaagcttc caccatggaa tggagctgga ta 32 

<210> U 
<211> 34 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> PGR primer 
<400> 11 
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cgcggatcca ctcacgtttt atttccagct tggt 34 

<210> 12 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 12 

cgcggatcca ctcacctgag gagactgtga gagt 34 

<210> 13 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 13 

catgccatgg cgcaggtcca gctgcagcag 30 

<210> 14 
<211> 27 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 14 

accaccacct gaggagactg tgagagt 27 
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<210> 15 
<211> 27 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> PGR primer 
<400> 15 

gtctcctcag gtggtggtgg ttcgggt 27 

<210> 16 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 16 

cacaacatcc gatccgccac cacccga 27 

<2I0> 17 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 17 

ggcggatcgg atgttgtgat gacccaa 27 
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<210> 18 
<211> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 18 

ccggaattct cattatttat cgtcatcgtc tttgtagtct tttatttcca gcttggt 57 

<210> 19 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Linker amino acid sequence and nucleotide sequence 
<400> 19 

ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg 45 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 

5 10 15 

<210> 20 

<211> 828 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1).,. (822) 

<223> pscMl. MABLl-scFv 
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<400> 20 

atg aaa tac eta ttg cot acg gca gcc get gga ttg tta tta etc get 48 
Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu Ala 

15 10 15 

gcc caa cca gcc atg gcg cag gtc cag ctg cag cag tct gga cct gac 96 
Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly Pro Asp 

20 25 30 

ctg gta aag cct ggg get tea gtg sag atg tec tgc aag got tct gga 144 
Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc gtt aac cat gtt atg cac tgg gtg aag eag aag cca ggg 192 
Tyr Thr Phe Val Asn His Val Met His Trp Val Lys Gin Lys Pro Gly 

50 55 60 

cag ggc ctt gag tgg att gga tat att tat cct tac aat gat ggt act 240 
Gin Gly Leu Glu Trp lie Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr 
65 70 75 80 

aag tac aat gag aag tte aag gge aag gcc aca ctg act tea gag aaa 288 
Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr Ser Glu Lys 

85 90 95 

tec tec age gca gee tac atg gag etc age age ctg gcc tct gag gac 336 
Ser Ser Ser Ala Ala Tyr Met Glu Leu Ser Ser Leu Ala Ser Glu Asp 

100 105 110 

tet gcg gtc tac tac tgt gca aga ggg ggt tac tat agt tac gac gac 384 
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Ser Tyr Asp Asp 

115 120 125 

tgg ggc caa ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg 432 
Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser 
130 135 140 
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ggt ggt ggt ggt teg ggt 
Gly Gly Gly Gly Ser Gly 
145 150 
act cca etc tec ctg cct 
Thr Pro Leu Ser Leu Pro 

165 

tgc aga tct agt cag age 
Cys Arg Ser Ser Gin Ser 

180 

caa tgg tac eta cag aag 
Gin Trp Tyr Leu Gin Lys 
195 

aaa gtt tec aac cga ttt 
Lys Val Ser Asn Arg Phe 
210 

gga tea ggg aca gat ttc 
Gly Ser Gly Thr Asp Phe 
225 230 
gat ctg gga gtt tat ttc 
Asp Leu Gly Val Tyr Phe 

245 

tec gga ggg ggg ace aag 
Ser Gly Gly Gly Thr Lys 

260 

gat aaa taatga 
Asp Lys 



13/74 

ggt ggc gga teg gat gtt 
Gly Gly Gly Ser Asp Val 

155 

gtc agt ctt gga gat caa 
Val Ser Leu Gly Asp Gin 

170 

ctt eta cac agt aaa gga 
Leu Leu His Ser Lys Gly 
185 

cca ggc cag tct cca aag 

Pro Gly Gin Ser Pro Lys 
200 

tct ggg gtc cca gac agg 
Ser Gly Val Pro Asp Arg 
215 220 
aca etc aag ate age aga 
Thr Leu Lys lie Ser Arg 

235 

tgc tct caa agt aca cat 
Cys Ser Gin Ser Thr His 

250 

ctg gaa ata aaa gac tac 
Leu Glu He Lys Asp Tyr 
265 



PCT/JPOl/09259 

gtg atg ace caa 480 
Val Met Thr Gin 

160 

gee tec ate tct 528 
Ala Ser He Ser 
175 

aac ace tat tta 576 
Asn Thr Tyr Leu 
190 

etc ctg ate tac 624 
Leu Leu lie Tyr 
205 

ttc agt ggc agt 672 
Phe Ser Gly Ser 

gtg gag get gag 720 
Val Glu Ala Glu 

240 

gtt ccg tac acg 768 
Val Pro Tyr Thr 
255 

aaa gac gat gac 816 
Lys Asp Asp Asp 
270 

828 



<210> 21 
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<2ll> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 21 

acgcgtcgac tcccaggtcc agctgcagca g 31 

<210> 22 
<211> 18 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> PGR primer 
<400> 22 

gaaggtgtat ccagaagc 18 

<210> 23 

<211> 819 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (D... (813) 

<223> pCHOMl. MABLl-scFv 

<400> 23 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt 48 
Met Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr Gly 
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15 10 15 

gtc gac tec cag gtc cag ctg cag cag tct gga cct gac ctg gta aag 96 
Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Asp Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag got tct gga tac ace ttc 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

gtt aac cat gtt atg cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 
Val Asn His Val Met His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tac aat 240 
Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 
65 70 75 80 

gag aag ttc aag ggc aag gee aca ctg act tea gag aaa tec tec age 288 
Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr Ser Glu Lys Ser Ser Ser 

85 90 95 

gca gee tac atg gag etc age age ctg gee tct gag gac tct gcg gtc 336 
Ala Ala Tyr Met Glu Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 

100 105 110 

tac tac tgt gca aga ggg ggt tac tat agt tac gac gac tgg ggc caa 384 
Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Ser Tyr Asp Asp Trp Gly Gin 

115 120 125 

ggc ace act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt 432 
Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 

130 135 140 

ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa act cea etc 480 
Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Thr Pro Leu 
145 150 155 160 
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tec ctg cot gtc agt ctt gga gat caa gcc tec ate tct tgc aga tct 528 
Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser 

165 170 175 

agt cag age ctt eta cac agt aaa gga aac ace tat tta caa tgg tac 576 
Ser Gin Ser Leu Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr 

180 185 190 

eta cag aag cca ggc cag tct cca aag etc ctg ate tac aaa gtt tec 624 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu lie Tyr Lys Val Ser 

195 200 205 

aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea ggg 672 
Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly 

210 215 220 

aca gat ttc aca etc aag ate age aga gtg gag get gag gat ctg gga 720 
Thr Asp Phe Thr Leu Lys He Ser Arg Val Glu Ala Glu Asp Leu Gly 
225 230 235 240 

gtt tat ttc tgc tct caa agt aea eat gtt ccg tac acg tec gga ggg 768 
Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Ser Gly Gly 

245 250 255 

ggg ace aag ctg gaa ata aaa gae tac aaa gac gat gac gat aaa taa 816 
Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp Lys 

260 265 270 

tga 819 



<210> 24 
<211> 828 
<212> DNA 
<213> Mus 
<220> 
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<221> CDS 
<222> (1)... (822) 
<223> pscM2. MABL2-scFv 
<400> 24 

atg aaa tac eta ttg cct acg gca gcc get gga ttg tta tta etc get 48 
Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu Ala 

15 10 15 

gcc caa cca gcc atg gcg cag gtc cag ctg cag cag tct gga cct gaa 96 
Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly Pro Glu 

20 25 30 

ctg gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 144 
Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc get aac cat gtt att eac tgg gtg aag cag aag cca ggg 192 
Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin Lys Pro Gly 

50 55 60 

cag ggc ctt gag tgg att gga tat att tat cct tac aat gat ggt act 240 
Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr 
65 70 75 80 

aag tat aat gag aag ttc aag gac aag gcc act ctg act tea gac aaa 288 
Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys 

85 90 95 

tec tec acc aca gcc tac atg gac etc age age ctg gcc tct gag gac 336 
Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp 

100 105 110 

tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac gac gac 384. 
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp 
115 120 125 
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tgg ggc caa ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg 432 
Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser 

130 135 140 

ggt ggt ggt ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa 480 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin 
145 150 155 160 

agt cca etc tec ctg cct gtc agt ctt gga gat caa gcc tec ate tct 528 
Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser 

165 170 175 

tgc aga tea agt cag age ctt gtg cac agt aat gga aag ace tat tta 576 
Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr 

180 185 190 

cat tgg tac ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac 624 
His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr 

195 200 205 

aaa gtt tec aac cga ttt tct ggg gtc cca gac agg tte agt ggc agt 672 
Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser 

210 215 220 

gga tea gtg aca gat tte aca etc atg ate age aga gtg gag get gag 720 
Gly Ser Val Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu 
225 230 235 240 

gat ctg gga gtt tat tte tgc tct caa agt aca cat gtt ceg tac acg 768 
Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr 

245 250 255 

tte gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac 816 
Phe Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp 

260 265 270 

gat aaa taatga 828 
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Asp Lys 

<210> 25 

<211> 819 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (813) 

<223> pCH0M2. MABL2-scFv 

<400> 25 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aea ggt 48 

Met Gly Trp Ser Cys lie lie Leu Phe Leu Val Ala Thr Ala Thr Gly 

15 10 15 

gtc gac tec cag gtc cag etg cag cag tct gga cet gaa ctg gta aag 96 
Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tet gga tae acc ttc 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

get aac eat gtt att eac tgg gtg aag cag aag cea ggg cag gge ett 192 
Ala Asn His Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cet tae aat gat ggt act aag tat aat 240 
Glu Trp He Gly Tyr lie Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 
65 70 75 80 

gag aag ttc aag gac aag gcc act ctg act tea gac aaa tec tec acc 288 
Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr 
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85 90 95 

aca gcc tac atg gac etc age age etg gee tct gag gac tct gcg gtc 336 
Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 

100 105 110 

tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 384 
Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin 

115 120 125 

ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt 432 
Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 

130 135 140 

ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa agt eca etc 480 
Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser Pro Leu 
145 150 155 160 

tec ctg cct gtc agt ctt gga gat caa gcc tec ate tct tgc aga tea 528 
Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser 

165 170 175 

agt cag age ctt gtg cac agt aat gga aag acc tat tta cat tgg tac 576 
Ser Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr 

180 185 190 

ctg cag aag eca ggc cag tct cca aaa etc ctg ate tac aaa gtt tec 624 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser 

195 200 205 

aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea gtg 672 
Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val 

210 215 220 

aca gat ttc aca etc atg ate age aga gtg gag get gag gat ctg gga 720 
Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly 
225 230 235 240 
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gtt tat ttc tgc tct caa 
Val Tyr Phe Cys Ser Gin 

245 

ggg acc aag ctg gaa ata 
Gly Thr Lys Leu Glu lie 

260 

tga 



agt aca cat gtt ccg 
Ser Thr His Val Pro 

250 

aaa gac tac aaa gac 
Lys Asp Tyr Lys Asp 
265 



tac acg ttc gga ggg 768 
Tyr Thr Phe Gly Gly 

255 

gat gac gat aaa taa 816 
Asp Asp Asp Lys 
270 

819 



<210> 26 

<211> 456 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (D... (450) 

<223> pCHO-shlAP. Soluble human lAP 
<400> 26 

atg tgg ccc ctg gta gcg gcg ctg ttg ctg ggc teg gcg tgc tgc gga 48 
Met Trp Pro Leu Val Ala Ala Leu Leu Leu Gly Ser Ala Cys Cys Gly 

15 10 15 

tea get cag eta eta ttt aat aaa aca aaa tct gta gaa ttc acg ttt 96 
Ser Ala Gin Leu Leu Phe Asn Lys Thr Lys Ser Val Glu Phe Thr Phe 

20 25 30 

tgt aat gac act gtc gtc att cca tgc ttt gtt act aat atg gag gca 144 
Cys Asn Asp Thr Val Val He Pro Cys Phe Val Thr Asn Met Glu Ala 

35 40 45 

caa aac act act gaa gta tac gta aag tgg aaa ttt aaa gga aga gat 192 
Gin Asn Thr Thr Glu Val Tyr Val Lys Trp Lys Phe Lys Gly Arg Asp 
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50 55 60 

att tac acc ttt gat gga get eta aac aag tec act gtc cee act gac 240 
lie Tyr Thr Phe Asp Gly Ala Leu Asn Lys Ser Thr Val Pro Thr Asp 
65 70 75 80 

ttt agt agt gca aaa att gaa gtc tea caa tta eta aaa gga gat gee 288 
Phe Ser Ser Ala Lys He Glu Val Ser Gin Leu Leu Lys Gly Asp Ala 

85 90 95 

tct ttg aag atg gat aag agt gat get gtc tea cac aca gga aae tac 336 
Ser Leu Lys Met Asp Lys Ser Asp Ala Val Ser His Thr Gly Asn Tyr 

100 105 110 

act tgt gaa gta aca gaa tta ace aga gaa ggt gaa aeg ate ate gag 384 
Thr Cys Glu Val Thr Glu Leu Thr Arg Glu Gly Glu Thr He lie Glu 

115 120 125 

eta aaa tat cgt gtt gtt tea tgg ttt tet eea aat gaa aat gac tac 432 
Leu Lys Tyr Arg Val Val Ser Trp Phe Ser Pro Asn Glu Asn Asp Tyr 

130 135 140 

aag gac gac gat gac aag tgatag 456 
Lys Asp Asp Asp Asp Lys 
145 150 



<210> 27 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 27 

ggaattceat atgcaagtgc aaettcaaca gtetggaect gaaetg 46 
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<210> 28 
<2U> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 28 

ggaattctca ttattttatt tccagcttgg t 31 

<210> 29 

<2U> 741 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (D... (735) 

<223> pscM2DEm02. MABL2-scFv 

<400> 29 

atg caa gtg caa ctt caa cag tot gga cct gaa ctg gta aag cot ggg 48 
Met Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly 

15 10 15 

get tea gtg aag atg tec tgc aag get tct gga tac acc ttc get aac 96 
Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn 

20 25 30 

cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt gag tgg 144 
His Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu Trp 
35 40 45 
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att gga tat att tat cct tac aat gat ggt act aag tat aat gag aag 192 
lie Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys 

50 55 60 

ttc aag gac aag gcc act ctg act tea gac aaa tec tec acc aca gee 240 
Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala 
65 70 75 80 

tac atg gac etc age age ctg gcc tct gag gac tct gcg gtc tat tac 288 
Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr 

85 90 95 

tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa ggc acc 336 
Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr 

100 105 110 

act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg 384 
Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 

115 120 125 

ggt ggt ggc gga teg gat gtt gtg atg acc caa agt cea etc tec ctg 432 
Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu 

130 135 140 

cct gtc agt ctt gga gat caa gcc tec ate tct tge aga tea agt eag 480 
Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin 
145 150 155 160 

age ctt gtg cac agt aat gga aag acc tat tta cat tgg tac ctg cag 528 
Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin 

165 170 175 

aag cea ggc eag tct eca aaa etc ctg ate tac aaa gtt tec aac cga 576 
Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg 

180 185 190 

ttt tct ggg gtc cea gac agg ttc agt ggc agt gga tea gtg aca gat 624 
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Phe Ser Gly Val Pro Asp Arg Phe 
195 200 
ttc aca etc atg ate age aga gtg 
Phe Thr Leu Met He Ser Arg Val 

210 215 
ttc tgc tct caa agt aca cat gtt 
Phe Cys Ser Gin Ser Thr His Val 
225 230 
aag etg gaa ata aaa taatga 
Lys Leu Glu He Lys 

245 

<210> 30 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 30 

cagacagtgg ttcaaagt 18 

<210> 31 
<211> 72 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 31 
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Ser Gly Ser Gly Ser Val Thr Asp 

205 

gag get gag gat ctg gga gtt tat 672 
Glu Ala Glu Asp Leu Gly Val Tyr 

220 

ccg tac acg ttc gga ggg ggg ace 720 
Pro Tyr Thr Phe Gly Gly Gly Thr 
235 240 

741 
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cgcgtcgacc gatccgccac cacccgaacc accaccaccc gaaccaccac caccttttat 60 
ttccagcttg gt 72 



<210> 32 
<211> 1605 
<212> DNA 
<213> Mus 
<220> 
<221> CDS 

<222> (1)... (1599) 

<223> pCHOM2(Fv)2. MABL2-SC (Fv) 2 

<400> 32 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt 48 
Met Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr Gly 

15 10 15 

gtc gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag 96 
Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tct gga tac ace ttc 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

get aac cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 
Ala Asn His Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tat aat 240 
Glu Trp He Gly Tyr lie Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 
65 70 75 80 

gag aag ttc aag gac aag gee act ctg act tea gac aaa tec tec acc 288 
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Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr 

85 90 95 

aca gcc tac atg gac etc age age ctg gcc tct gag gac tct gcg gtc 336 
Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 

100 105 110 

tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 384 
Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin 

L15 120 125 

ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt 432 
Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 

130 135 140 

ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa agt cca etc 480 
Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser Pro Leu 
145 150 155 160 

tec ctg cet gtc agt ctt gga gat caa gcc tec ate tct tgc aga tea 528 
Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser 

165 170 175 

agt cag age ctt gtg eac agt aat gga aag acc tat tta cat tgg tac 576 
Ser Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr 

180 185 190 

ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac aaa gtt tec 624 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu lie Tyr Lys Val Ser 

195 200 205 

aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea gtg 672 
Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val 

210 215 220 

aca gat ttc aca etc atg ate age aga gtg gag get gag gat ctg gga 720 
Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly 
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225 230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga ggg 768 

Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly 

245 250 255 

ggg acc aag ctg gaa ata aaa ggt ggt ggt ggt teg ggt ggt ggt ggt 816 

Gly Thr Lys Leu Glu He Lys Gly Gly Gly Gly Ser Gly Gly Gly Gly 

260 265 270 

teg ggt ggt ggc gga tog gtc gac tec cag gtc cag ctg cag cag tct 864 

Ser Gly Gly Gly Gly Ser Val Asp Ser Gin Val Gin Leu Gin Gin Ser 

275 280 285 

gga cct gaa ctg gta aag cct ggg get tea gtg aag atg tec tgc aag 912 

Gly Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys 

290 295 300 

get tct gga tac ace ttc get aac cat gtt att cac tgg gtg aag cag 960 

Ala Ser Gly Tyr Thr Phe Ala Asn His Val lie His Trp Val Lys Gin 
305 310 315 320 

aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat 1008 

Lys Pro Gly Gin Gly Leu Glu Trp He Gly Tyr lie Tyr Pro Tyr Asn 

325 330 335 

gat ggt act aag tat aat gag aag ttc aag gac aag gee act ctg act 1056 

Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

340 345 350 

tea gac aaa tec tec acc aca gee tac atg gac etc age age ctg gcc 1104 
Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala 

355 360 365 

tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act 1152 

Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr 
370 375 380 
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tac gac gac tgg ggc caa ggc acc act etc aca gtc tec tea ggt ggt 1200 
Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Gly Gly 
385 390 395 400 

ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg gat gtt gtg 1248 
Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp Val Val 

405 410 415 

atg ace caa agt eca etc tee ctg cct gte agt ett gga gat caa gee 1296 
Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp Gin Ala 

420 425 430 

tec ate tet tge aga tea agt eag age ett gtg eac agt aat gga aag 1344 
Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly Lys 

435 440 445 

acc tat tta cat tgg tac ctg eag aag eca ggc cag tot cea aaa etc 1392 
Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu 

450 455 460 

ctg ate tac aaa gtt tec aac cga ttt tct ggg gte eca gac agg ttc 1440 
Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe 
465 470 475 480 

agt ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga gtg 1488 
Ser Gly Ser Gly Ser Val Thr Asp Phe Thr Leu Met He Ser Arg Val 

485 490 495 

gag get gag gat ctg gga gtt tat ttc tge tet caa agt aca cat gtt 1536 
Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val 

500 505 510 

ccg tac aeg ttc gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa 1584 
Pro Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu lie Lys Asp Tyr Lys 

515 520 525 

gac gat gac gat aaa taatga 1605 
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Asp Asp Asp Asp Lys 
530 

<21G> 33 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 33 

tgaggaattc ccaccatggg atg 33 

<210> 34 
<2U> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<4G0> 34 

cacgacgtca ctcgagactg tgagagtggt gccttggccc 40 

<210> 35 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 35 
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agtctcgagt gacgtcgtga tgacccaaag tccactctcc 40 

<210> 36 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 36 

gactggatcc tcattattta tcgtcatogt c 31 

<210> 37 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 37 

cgcgtaatac gactcactat ag 22 

<210> 38 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 38 

gcaattggac ctgttttatc tcgagcttgg tcccccctcc gaacgt 46 
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<210> 39 
<211> 45 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> PGR primer 
<400> 39 

gctcgagata aaacaggtcc aattgcagca gtctggacct gaact 45 

<210> 40 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 40 

gactggatcc tcattattta tcgtcatcgt ctttgtagtc tgaggagact gtgagagtgg 60 

<210> 41 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 41 

gactgaattc ccaccatgaa gttgcctgtt ag 32 
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<210> 42 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 42 

cagtctcgag tggtggttcc gacgtcgtga tgacccaaag 40 

<210> 43 
<211> 43 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 43 

cagtctcgag tggtggtggt tccgacgtcg tgatgaccca aag 43 

<210> 44 
<2I1> 46 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 44 

cagtctcgag tggtggtggt ggttccgacg tcgtgatgac ccaaag 46 
<210> 45 
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<211> 49 

<212> DNA 

<213> Artificial Sequence 

<220> 

<223> PGR primer 
<400> 45 

cagtctcgag tggtggtggt ggtggttccg acgtcgtgat gacccaaag 49 

<210> 46 
<211> 52 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 46 

cagtctcgag tggtggtggt ggtggtggtt ccgacgtcgt gatgacccaa ag 52 

<210> 47 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 47 

ggccgcatgt tgtcacgaat 20 

<210> 48 
<211> 780 
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<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (D... (768) 

<223> CF2HL-0/pCOSl. MABL2-scFv<HL-0> 
<400> 48 

atg gga tgg age tgt ate ate cte ttc ttg gta gca aca get aca ggt gtc 51 
MET Gly Trp Ser Cys lie He Leu Phe Leu Val Ala Thr Ala Thr Gly Val 

5 10 15 

gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag cct ggg 102 
Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly 

20 25 30 

get tea gtg aag atg tec tgc aag get tct gga tac acc ttc get aac cat 153 
Ala Ser Val Lys MET Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn His 
35 40 45 50 

gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt gag tgg att gga 204 
Val lie His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu Trp He Gly 

55 60 65 

tat att tat cct tac aat gat ggt act aag tat aat gag aag ttc aag gac 255 
Tyr lie Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp 
70 75 80 85 

aag gcc act ctg act tea gac aaa tec tec aec aca gee tac atg gac etc 306 
Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala Tyr MET Asp Leu 

90 95 100 

age age etg gee tct gag gac tct gcg gtc tat tac tgt gea aga ggg ggt 357 
Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly 
105 110 115 
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tac tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc teg agt 408 
Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser 
120 125 130 135 

gac gtc gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt gga gat 459 
Asp Val Val MET Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp 

140 145 150 

caa gee tec ate tet tgc aga tea agt cag age ctt gtg cac agt aat gga 510 
Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly 

155 160 165 170 

aag acc tat tta cat tgg tac ctg cag aag cca ggc cag tct cca aaa etc 561 
Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu 

175 180 185 

ctg ate tac aaa gtt tee aac cga ttt tet ggg gtc cca gac agg ttc agt 612 
Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser 

190 195 200 

ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga gtg gag get 663 
Gly Ser Gly Ser Val Thr Asp Phe Thr Leu MET He Ser Arg Val Glu Ala 
205 210 215 220 

gag gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac aeg 714 
Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr 

225 230 235 

ttc gga ggg ggg ace aag ctg gaa ata aaa gac tac aaa gac gat gac gat 765 
Phe Gly Gly Gly Thr Lys Leu Glu lie Lys Asp Tyr Lys Asp Asp Asp Asp 

240 245 250 255 

aaa taa tga gga tec 780 
Lys 

<210> 49 
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<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 49 

caagctcgag ataaaatccg gaggccaggt ccaattgcag cagtc 45 

<210> 50 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 50 

caagctcgag ataaaatccg gaggtggcca ggtccaattg cagcagtc 48 

<210> 51 
<211> 51 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 51 

caagctcgag ataaaatccg gaggtggtgg ccaggtccaa ttgcagcagt c 51 



<210> 52 
<211> 54 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 52 

caagctcgag ataaaatccg gaggtggtgg tggccaggtc caattgcagc agtc 54 

<210> 53 
<211> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 53 

caagctcgag ataaaatccg gaggtggtgg tggtggccag gtccaattgc agcagtc 57 

<210> 54 

<211> 780 

<212> DNA 

<213> Mas 

<220> 

<221> CDS 

<222> (D... (768) 

<223> CF2LH-0/pC0Sl. MABL2-scFv<LH-0> 
<400> 54 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct ggt tec 51 
MET Lys Leu Pro Val Arg Leu Leu Val Leu MET Phe Trp lie Pro Gly Ser 

5 10 15 
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age agt gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt 102 
Ser Ser Asp Val Val MET Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu 

20 25 30 

gga gat caa gcc tec ate tct tgc aga tea agt cag age ctt gtg cac agt 153 
Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 
35 40 45 50 

aat gga aag acc tat tta cat tgg tac ctg cag aag cca ggc cag tct cca 204 
Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro 

55 60 65 

aaa etc ctg ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg 255 
Lys Leu Leu lie Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg 
70 75 80 85 

ttc agt ggc agt gga tea gtg aea gat tte aca etc atg ate age aga gtg 306 
Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr Leu MET He Ser Arg Val 

90 95 100 

gag get gag gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt eeg 357 
Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro 

105 110 115 

tac aeg ttc gga ggg ggg ace aag etc gag ata aaa cag gtc caa ttg cag 408 
Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys Gin Val Gin Leu Gin 
120 125 130 135 

cag tct gga cct gaa ctg gta aag cct ggg get tea gtg aag atg tec tgc 459 
Gin Ser Gly Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys MET Ser Cys 

140 145 150 

aag get tct gga tac acc ttc get aac cat gtt att cac tgg gtg aag cag 510 
Lys Ala Ser Gly Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin 
155 160 165 170 

aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 561 
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Lys Pro Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

175 180 185 

ggt act aag tat aat gag aag ttc aag gac aag gcc act ctg act tea gac 612 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp 

190 195 200 

aaa tec tec acc aca gcc tac atg gac etc age age ctg gcc tct gag gac 663 
Lys Ser Ser Thr Thr Ala Tyr MET Asp Leu Ser Ser Leu Ala Ser Glu Asp 
205 210 215 220 

tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg 714 
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp 

225 230 235 

ggc caa ggc acc act etc aca gtc tec tea gac tac aaa gac gat gac gat 765 
Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Asp Tyr Lys Asp Asp Asp Asp 
240 245 250 255 

aaa taa tga gga tec 780 
Lys 

<210> 55 

<211> 351 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (D... (351) 

<223> 12B5HV. 1-351 peptide 

<400> 55 

oag gtg cag ctg gtg cag tct ggg gga ggc ttg gtc egg ccc ggg ggg 48 

Gin Val Gin Leu Val Gin Ser Gly Gly Gly Leu Val Arg Pro Gly Gly 
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1 



10 



15 



tec ctg agt etc tec tgt gca gtc tet gga ate acc etc agg ace tac 96 
Ser Leu Ser Leu Ser Cys Ala Val Ser Gly lie Thr Leu Arg Thr Tyr 



20 



25 



30 



ggc atg cac tgg gtc cgc cag get cca ggc aag ggg ctg gag tgg gtg 144 

Gly Met His Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 



35 



40 



45 



gca ggt ata tec ttt gac gga aga agt gaa tae tat gca gac tec gtg 192 
Ala Gly He Ser Phe Asp Gly Arg Ser Glu Tyr Tyr Ala Asp Ser Val 



50 



55 



60 



cag ggc cga ttc acc ate tec aga gac agt tec aag aac acc ctg tat 240 
Gin Gly Arg Phe Thr He Ser Arg Asp Ser Ser Lys Asn Thr Leu Tyr 



65 



70 



75 



80 



ctg caa atg aac age ctg aga gee gag gac acg get gtg tat tac tgt 288 
Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 



85 



90 



95 



gcg aga gga gca cat tat ggt ttc gat ate tgg ggc caa ggg aca atg 336 

Ala Arg Gly Ala His Tyr Gly Phe Asp He Trp Gly Gin Gly Thr Met 



100 



105 



110 



gtc ace gtc teg agt 
Val Thr Val Ser Ser 



351 



115 



<210> 56 
<211> 57 
<212> DNA 
<213> Human 
<220> 
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<221> CDS 
<222> (1)... (57) 
<223> reader sequence 
<400> 56 

atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ett tta aga ggt 48 
Met Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu Leu Arg Gly 

5 10 15 

gtc cag tgt 57 
Val Gin Cys 



<210> 57 
<2I1> 115 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 12B5VH-1 
<400> 57 

atggagtttg ggctgagctg ggttttcctc gttgctcttt taagaggtgt ccagtgtcag 60 
gtgcagctgg tgcagtctgg gggaggcttg gtccggcccg gggggtccct gagtc U5 

<210> 58 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-2 
<400> 58 
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aaggatatac ctgccaccca ctccagcccc ttgcctggag cctggcggac ccagtgcatg 60 
ccgtaggtcc tgagggtgat tccagagact gcacaggaga gactcaggga ccccc 115 

<210> 59 
<2ll> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-3 
<400> 59 

ggcaggtata tcctttgacg gaagaagtga atactatgca gactccgtgc agggccgatt 60 
caccatctcc agagacagtt ccaagaacac cctgtatctg caaatgaaca gcctg 115 

<210> 60 
<2U> 108 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 12B5VH-4 
<400> 60 

actcgagacg gtgaccattg tcccttggcc ccagatatcg aaaccataat gtgctcctct 60 
cgcacagtaa tacacagccg tgtcctcggc tctcaggctg ttcatttg 108 

<210> 61 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> i2B5VH-S, PGR primer 
<400> 61 

ttcaagcttc caccatggag tttgggctga gc 32 

<210> 62 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-A, PGR primer 
<400> 62 

ttgggatcca ctcaccactc gagacggtga coat 34 

<210> 63 
<211> 588 
<212> DNA 
<213> Human 
<220> 
<221> CDS 

<222> (236) . . . (558) 

<223> 1-235 iintron, 236-558 ; Human IgG constant region (partial) 
<400> 63 

gaattcgtga gtggatccca agctagcttt ctggggcagg ccaggcctga ccttggcttt 60 
ggggcaggga gggggctaag gtgaggcagg tggcgccagc caggtgcaca cocaatgccc 120 
atgagcccag acactggacg ctgaacctcg cggacagtta agaacccagg ggcctctgcg 180 
ccctgggccc agctctgtcG cacaccgcgg tcacatggca caacctctct tgca gcc 237 

Ala 
1 
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tec acc aag ggc oca teg gtc tte eec ctg gea ccc 
Ser Thr Lys Gly Pro Ser Val Phe Pro Leu Ala Pro 

5 10 
acc tct ggg ggc aca gcg gcc ctg ggc tgc ctg gtc 
Thr Ser Gly Gly Thr Ala Ala Leu Gly Cys Leu Val 

20 25 
ccc gaa ccg gtg acg gtg teg tgg aac tea ggc gcc 
Pro Glu Pro Val Thr Val Ser Trp Asn Ser Gly Ala 
35 40 45 

gtg cac acc ttc ceg get gtc eta cag tec tea gga 
Val His Thr Phe Pro Ala Val Leu Gin Ser Ser Gly 

50 55 60 

age age gtg gtg aec gtg ccc tec age age ttg ggc 
Ser Ser Val Val Thr Val Pro Ser Ser Ser Leu Gly 

70 75 
ate tgc aac gtg aat cac aag eec age aac aec aag 
He Cys Asn Val Asn His Lys Pro Ser Asn Thr Lys 

85 90 
gtt gag ccc aaa tet tgt gac aaa act cac aca 
Val Glu Pro Lys Ser Cys Asp Lys Thr His Thr 
100 105 

<210> 64 
<21I> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> GlCHl-S, PCR primer 



PCT/JPOl/09259 

tee tee aag age 285 
Ser Ser Lys Ser 
15 

aag gae tac ttc 333 
Lys Asp Tyr Phe 
30 

ctg acc age ggc 381 

Leu Thr Ser Gly 

etc tac tee etc 429 
Leu Tyr Ser Leu 

65 

acc cag acc tac 477 
Thr Gin Thr Tyr 
80 

gtg gac aag aaa 525 
Val Asp Lys Lys 
95 

558 
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<400> 64 

tgagaattcg tgagtggatc ccaagct 27 

<210> 65 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> GlCHl-A, PGR primer 
<400> 65 

aaaagatctt tatcatgtgt gagttttgtc acaagatttg ggctcaactt tcttgtccac 60 

<210> 66 
<211> 432 
<212> DNA 
<213> Human 
<220> 
<221> CDS 

<222> (12)... (419) 

<223> HEF-12B5H-g gamma, 12-419 peptide 
<400> 66 

aagcttccac c atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt 50 

Met Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu 
1 5 10 

tta aga ggt gtc cag tgt cag gtg cag ctg gtg cag tct ggg gga ggc 98 
Leu Arg Gly Val Gin Cys Gin Val Gin Leu Val Gin Ser Gly Gly Gly 

15 20 25 

ttg gtc egg ccc ggg ggg tec ctg agt etc tec tgt gca gtc tct gga 146 
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Leu Val Arg Pro Gly Gly Ser Leu Ser Leu Ser Cys Ala Val Ser Gly 
30 35 40 45 

ate acc etc agg aec tac ggc atg cac tgg gtc cgc cag get cca ggc 194 
He Thr Leu Arg Thr Tyr Gly Met His Trp Val Arg Gin Ala Pro Gly 

50 55 60 

aag ggg ctg gag tgg gtg gca ggt ata tec ttt gac gga aga agt gaa 242 
Lys Gly Leu Glu Trp Val Ala Gly He Ser Phe Asp Gly Arg Ser Glu 

65 70 75 

tac tat gca gac tec gtg cag ggc cga ttc acc ate tec aga gac agt 290 
Tyr Tyr Ala Asp Ser Val Gin Gly Arg Phe Thr He Ser Arg Asp Ser 

80 85 90 

tec aag aac aec ctg tat ctg caa atg aac age ctg aga gee gag gac 338 
Ser Lys Asn Thr Leu Tyr Leu Gin Met Asn Ser Leu Arg Ala Glu Asp 

95 100 105 

acg get gtg tat tac tgt gcg aga gga gca cat tat ggt ttc gat ate 386 
Thr Ala Val Tyr Tyr Cys Ala Arg Gly Ala His Tyr Gly Phe Asp He 
110 115 120 125 

tgg ggc caa ggg aca atg gtc acc gtc teg agt ggtgagtgga tec 432 
Trp Gly Gin Gly Thr Met Val Thr Val Ser Ser 

130 135 

<2i0> 67 

<211> 321 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1)... (321) 
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<223> 12B5LV. 1-321 peptide 
<400> 67 

gac ate cag atg acc cag tct cot tec acc ctg tct gca tct att gga 48 
Asp lie Gin Met Thr Gin Ser Pro Ser Thr Leu Ser Ala Ser He Gly 

15 10 15 

gac aga gtc acc ate acc tgc egg gcc age gag ggt att tat cae tgg 96 
Asp Arg Val Thr He Thr Gys Arg Ala Ser Glu Gly He Tyr His Trp 

20 25 30 

ttg gcc tgg tat cag cag aag cca ggg aaa gcc cct aaa etc ctg ate 144 
Leu Ala Trp Tyr Gin Gin Lys Pro Gly Lys Ala Pro Lys Leu Leu He 

35 40 45 

tat aag gcc tct agt tta gee agt ggg gee cca tea agg ttc age ggc 192 
Tyr Lys Ala Ser Ser Leu Ala Ser Gly Ala Pro Ser Arg Phe Ser Gly 

50 55 60 

agt gga tct ggg aca gat ttc act etc acc ate age age ctg cag cct 240 
Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr He Ser Ser Leu Gin Pro 
65 70 75 80 

gat gat ttt gca act tat tac tgc caa caa tat agt aat tat ccg etc 288 
Asp Asp Phe Ala Thr Tyr Tyr Cys Gin Gin Tyr Ser Asn Tyr Pro Leu 

85 90 95 

act ttc ggc gga ggg acc aag ctg gag ate aaa 321 
Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 

100 105 



<210> 68 
<211> 66 
<212> DNA 
<213> Human 
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<220> 

<221> CDS 

<222> (D... (66) 

<223> reader sequence 

<400> 68 

atg gac atg agg gtc ccc get cag etc ctg ggg etc ctg ctg etc tgg 48 
MET Asp MET Arg Val Pro Ala Gin Leu Leu Gly Leu Leu Leu Leu Trp 

5 10 15 

etc cca ggt gcc aaa tgt 66 
Leu Pro Gly Ala Lys Cys 
20 

<210> 69 
<211> iiO 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-1 
<400> 69 

atggacatga gggtccccgc tcagctcctg gggctcctgc tgctctggct cccaggtgcc 60 
aaatgtgaea tccagatgac ccagtetcct tccaccctgt ctgcatctat 110 

<210> 70 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-2 
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<400> 70 

ggagtttagg ggctttccct ggcttctgct gataccaggc caaccagtga taaataccct 60 
cgctggcccg gcaggtgatg gtgactctgt ctccaataga tgcagacagg 110 

<210> 71 
<2ll> 110 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 12B5VL-3 
<400> 71 

aagcccctaa actcctgatc tataaggcct ctagtttagc cagtggggcc ccatcaaggt 60 
tcagcggcag tggatctggg acagatttca ctctcaccat cagcagcctg 110 

<210> 72 
<2n> 103 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-4 
<400> 72 

tttgatctcc agcttggtcc ctccgccgaa agtgagcgga taattactat attgttggca 60 
gtaataagtt gcaaaatcat caggctgcag gctgctgatg gtg 103 

<210> 73 
<211> 32 
<212> DNA 

<213> Artificial Sequence 



wo 02/33072 



51/74 



PCT/JPOl/09259 



<220> 

<223> 12B5VL-S, PGR primer 
<400> 73 

ttcaagcttc caccatggac atgagggtcc cc 32 

<210> 74 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-A, PGR primer 
<400> 74 

tctaggatcc actcacgttt gatctccagc ttggt 35 

<210> 75 

<211> 415 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (12)... (398) 

<223> HEF-12B5H-g kappa. 12-398 peptide 
<400> 75 

aagcttccac c atg gac atg agg gtc ccc get cag etc ctg ggg etc ctg 50 

Met Asp Met Arg Val Pro Ala Gin Leu Leu Gly Leu Leu 
15 10 
ctg etc tgg etc eca ggt gee aaa tgt gac ate cag atg ace cag tct 98 
Leu Leu Trp Leu Pro Gly Ala Lys Cys Asp He Gin Met Thr Gin Ser 
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15 20 25 

cct tec acc ctg tct gca tct att gga gac aga gtc acc ate ace tgc 146 

Pro Ser Thr Leu Ser Ala Ser lie Gly Asp Arg Val Thr He Thr Cys 

30 35 40 45 

egg gee ago gag ggt att tat cac tgg ttg gee tgg tat cag eag aag 194 

Arg Ala Ser Glu Gly lie Tyr His Trp Leu Ala Trp Tyr Gin Gin Lys 

50 55 60 

oca ggg aaa gee cct aaa etc ctg ate tat aag gee tct agt tta gee 242 

Pro Gly Lys Ala Pro Lys Leu Leu He Tyr Lys Ala Ser Ser Leu Ala 

65 70 75 

agt ggg gco cca tea agg ttc age gge agt gga tct ggg aca gat ttc 290 

Ser Gly Ala Pro Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe 

80 85 90 

act etc acc ate age age ctg cag cct gat gat ttt gca act tat tac 338 

Thr Leu Thr He Ser Ser Leu Gin Pro Asp Asp Phe Ala Thr Tyr Tyr 

95 100 105 

tgc eaa caa tat agt aat tat cog etc act ttc gge gga ggg ace aag 386 

Cys Gin Gin Tyr Ser Asn Tyr Pro Leu Thr Phe Gly Gly Gly Thr Lys 

HO 115 120 125 

ctg gag ate aaa egtgagtgga tcetaga 415 
Leu Glu He Lys 

<210> 76 
<211> 24 

<212> DNA 

<213> Artificial Sequence 

<220> 

<223> FLAG tag sequence 
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<400> 76 

gac tac aag gat gac gac gat aag 24 

Asp Tyr Lys Asp Asp Asp Asp Lys 

5 

<210> 77 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5-S, PGR primer 
<400> 77 

atagaattcc accatggagt ttgggctgag c 31 

<210> 78 

<211> 24 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> HuVHJ3, PGR primer 

<400> 78 

tgaagagacg gtgaccattg tccc 24 

<210> 79 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 



wo 02/33072 PCX/ JPO 1/09259 

54/74 

<223> RhuJH3, PGR primer 
<400> 79 

ggacaatggt caccgtctct tcaggtgg 28 

<210> 80 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> RhuVKl, PGR primer 

<400> 80 

ggagactggg tcatctggat gtccgatccg cc 32 

<210> 81 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> HuVKl. 2, PGR primer 
<400> 81 

gacatccaga tgacccagtc tec 23 

<210> 82 
<211> 59 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5F-A, PGR primer 
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<400> 82 

attgcggccg cttatcactt atcgtcgtca tccttgtagt ctttgatctc cagcttggt 59 

<210> 83 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Linker amino acid sequence and nucleotide sequence 
<400> 83 

ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg 45 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 

5 10 15 

<210> 84 

<211> 823 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (12) . . . (809) 

<223> SC12B5, Single chain Fv 

<400> 84 

aagcttccac c atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt 50 

Met Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu 
1 5 10 

tta aga ggt gtc cag tgt cag gtg cag ctg gtg cag tct ggg gga ggc 98 

Leu Arg Gly Val Gin Cys Gin Val Gin Leu Val Gin Ser Gly Gly Gly 
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15 20 25 

ttg gtc egg ccc ggg ggg tec ctg agt etc tec tgt gca gtc tct gga L46 
Leu Val Arg Pro Gly Gly Ser Leu Ser Leu Ser Cys Ala Val Ser Gly 
30 35 40 45 

ate ace etc agg aec tac ggc atg cac tgg gtc cgc cag get cca ggc 194 
He Thr Leu Arg Thr Tyr Gly Met His Trp Val Arg Gin Ala Pro Gly 

50 55 60 

aag ggg ctg gag tgg gtg gca ggt ata tec ttt gac gga aga agt gaa 242 
Lys Gly Leu Glu Trp Val Ala Gly He Ser Phe Asp Gly Arg Ser Glu 

65 70 75 

tac tat gca gac tec gtg cag ggc cga ttc acc ate tec aga gac agt 290 
Tyr Tyr Ala Asp Ser Val Gin Gly Arg Phe Thr He Ser Arg Asp Ser 

80 85 90 

tee aag aac ace ctg tat ctg eaa atg aac age ctg aga gcc gag gac 338 
Ser Lys Asn Thr Leu Tyr Leu Gin Met Asn Ser Leu Arg Ala Glu Asp 

95 100 105 

acg get gtg tat tac tgt gcg aga gga gca cat tat ggt ttc gat ate 386 
Thr Ala Val Tyr Tyr Cys Ala Arg Gly Ala His Tyr Gly Phe Asp He 
110 115 120 125 

tgg ggc caa ggg aca atg gtc acc gtc teg agt ggt ggt ggt ggt teg 434 
Trp Gly Gin Gly Thr Met Val Thr Val Ser Ser Gly Gly Gly Gly Ser 

130 135 140 

ggt ggt ggt ggt teg ggt ggt ggc gga teg gac ate cag atg ace cag 482 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp He Gin Met Thr Gin 

145 150 155 

tct cet tec acc ctg tct gca tct att gga gac aga gtc acc ate acc 530 
Ser Pro Ser Thr Leu Ser Ala Ser He Gly Asp Arg Val Thr He Thr 
160 165 170 
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tgc egg gcc age gag ggt att tat eae tgg ttg gee tgg tat cag cag 578 
Cys Arg Ala Ser Glu Gly lie Tyr His Trp Leu Ala Trp Tyr Gin Gin 

175 180 185 

aag cca ggg aaa gcc cct aaa etc ctg ate tat aag gcc tct agt tta 626 
Lys Pro Gly Lys Ala Pro Lys Leu Leu lie Tyr Lys Ala Ser Ser Leu 
190 195 200 205 

gcc agt ggg gcc cca tea agg ttc age ggc agt gga tct ggg aca gat 674 
Ala Ser Gly Ala Pro Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp 

210 215 220 

ttc act etc acc ate age age ctg cag cct gat gat ttt gca act tat 722 
Phe Thr Leu Thr lie Ser Ser Leu Gin Pro Asp Asp Phe Ala Thr Tyr 

225 230 235 

TAG TGC CAA CAA TAT AGT AAT TAT COG CTG ACT TTC GGC GGA GGG ACC 770 
Tyr Cys Gin Gin Tyr Ser Asn Tyr Pro Leu Thr Phe Gly Gly Gly Thr 

240 245 250 

aag ctg gag ate aaa gac tac aag gat gac gac gat aag tgataagegg c 820 
Lys Leu Glu lie Lys Asp Tyr Lys Asp Asp Asp Asp Lys 

255 260 265 

cgc 823 

<210> 85 
<211> 114 
<212> PRT 
<213> Human 

<400> 85 

Gin Val Gin Leu Gin Gin Ser Gly Pro Gly Leu Val Lys Pro Ser Glu 
15 10 15 
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Thr Leu Ser Leu Thr Cys Thr Val Ser Gly Asp Ser lie Ser Ser Tyr 

20 25 30 

Tyr Trp Ser Trp He Arg Gin Pro Pro Gly Lys Gly Leu Glu Trp lie 

35 40 45 

Gly Tyr He Tyr Tyr Ser Gly Ser Thr Asn Tyr Asn Pro Ser Leu Lys 

50 55 60 

Ser Arg Val Thr He Ser Val Asp Thr Ser Lys Ser Gin Phe Ser Leu 
65 70 75 80 

Lys Leu Ser Ser Val Thr Ala Ala Asp Thr Ala Val Tyr Tyr Cys Ala 

85 90 95 

Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg Gly Thr Met Val Thr Val 

100 105 1 10 

Ser Ser 

<210> 86 
<211> 342 
<212> DNA 
<213> Human 

<400> 86 

caggtgcagc tgcagcagtc gggcccagga ctggtgaagc cttcggagac cctgtccctc 60 

acctgcactg tctctggtga ctccatcagt agttactact ggagctggat tcggcagccc 120 

ccagggaagg gactggagtg gattgggtat atctattaca gtgggagcac caactacaac 180 

ccctccctca agagtcgagt caccatatca gtagacacgt ccaagagcca gttctccctg 240 

aagctgagct ctgtgaccgc cgcagacacg gccgtgtatt actgtgcgag agggcggtac 300 

ttcgatgtot ggggccgtgg caccatggtc actgtctcct ca 342 



<210> 87 
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<211> 57 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (D... (57) 

<223> reader sequence 

<308> GenBank No. AF062252 

<400> 87 

atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get ccc aga tgg 48 
Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala Pro Arg Trp 

15 10 15 

gtc ctg tec 57 

Val Leu Ser 

<210> 88 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VH1 
<400> 88 

atgaaacatc tgtggttett ccttctcctg gtggcagctc ccagatgggt cctgtcccag 60 
gtgcagctgc agcagtcggg cccaggactg gtgaagcctt cggagaccct 110 

<210> 89 
<211> no 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> 12E10VH2 
<400> 89 

acccaatcca ctccagtccc ttccctgggg gctgccgaat ccagctccag tagtaactac 60 
tgatggagtc accagagaca gtgcaggtga gggacagggt ctccgaaggc 110 

<210> 90 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VH3 
<400> 90 

tggagtggat tgggtatatc tattacagtg ggagcaccaa ctacaacccc tccctcaaga 60 

gtcgagtcac catatcagta gacacgtcca agagccagtt ctccctgaag 110 

<210> 91 
<211> 114 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VH4 
<400> 91 

tgaggagaca gtgaccatgg tgccacggcc ccagacatcg aagtaccgcc ctctcgcaca 60 
gtaatacacg gccgtgtctg cggcggtcac agagctcagc ttcagggaga actg 114 



<210> 92 
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<211> 32 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 12E10VHS, PGR primer 
<400> 92 

ttcaagcttc caccatgaaa catctgtggt tc 32 

<210> 93 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VHA, PGR primer 
<400> 93 

ttgggatcca ctcacctgag gagacagtga coat 34 



<210> 94 
<211> 426 
<212> DNA 
<213> Mus 
<220> 
<221> CDS 

<222> (12)... (417) 

<223> 12E10H, H chain V region 

<400> 94 

aagcttccac c atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get 50 

Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala 
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1 5 10 

ccc aga tgg gtc ctg tec cag gtg cag ctg cag cag teg ggc cca gga 98 

Pro Arg Trp Val Leu Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Gly 

15 20 25 

ctg gtg aag cct teg gag acc ctg tec etc ace tgc act gtc tct ggt 146 

Leu Val Lys Pro Ser Glu Thr Leu Ser Leu Thr Cys Thr Val Ser Gly 

30 35 40 45 

gac tec ate agt agt tac tac tgg age tgg att egg cag ccc cca ggg 194 

Asp Ser He Ser Ser Tyr Tyr Trp Ser Trp He Arg Gin Pro Pro Gly 

50 55 60 

aag gga ctg gag tgg att ggg tat ate tat tac agt ggg age acc aac 242 

Lys Gly Leu Glu Trp He Gly Tyr He Tyr Tyr Ser Gly Ser Thr Asn 

65 70 75 

tac aac ccc tec etc aag agt cga gtc ace ata tea gta gac acg tec 290 

Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr lie Ser Val Asp Thr Ser 

80 85 90 
aag age cag ttc tec ctg aag ctg age tct gtg acc gcc gca gac acg 338 

Lys Ser Gin Phe Ser Leu Lys Leu Ser Ser Val Thr Ala Ala Asp Thr 

95 100 105 
gcc gtg tat tac tgt gcg aga ggg egg tac ttc gat gtc tgg ggc cgt 386 

Ala Val Tyr Tyr Cys Ala Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg 

UO 115 120 125 

ggc acc atg gtc act gtc tec tea ggtgagtgga tcceaa 426 

Gly Thr Met Val Thr Val Ser Ser 

130 

<210> 95 
<2n> 110 
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<212> PRT 
<213> Mus 

<400> 95 

Ser Tyr Val Leu Thr Gin Pro Pro Ser Val Ser Gly Ser Pro Gly Gin 

15 10 15 

Ser He Thr lie Ser Cys Thr Gly Thr Ser Ser Asp Val Gly Gly Tyr 

20 25 30 

Asn Tyr Val Ser Trp Tyr Gin Gin His Pro Gly Lys Ala Pro Lys Leu 

35 40 45 

Met He Tyr Glu Gly Ser Lys Arg Pro Ser Gly Val Ser Asn Arg Phe 

50 55 60 

Ser Gly Ser Lys Ser Gly Asn Thr Ala Ser Leu Thr lie Ser Gly Leu 
65 70 75 80 

Gin Ala Glu Asp Glu Ala Asp Tyr Tyr Cys Ser Ser Tyr Thr Thr Arg 

85 90 95 

Ser Thr Arg Val Phe Gly Gly Gly Thr Lys Leu Thr Val Leu 

100 105 110 

<210> 96 
<211> 330 
<212> DNA 
<213> Mus 

<400> 96 

tcctatgtgc tgactcagcc accctcggtg tcagggtctc ctggacagtc gatcaccatc 60 

tcctgcactg gaaccagcag tgacgttggt ggttataact atgtctcctg gtaccaacag 120 

cacccaggca aagcccccaa actcatgatt tatgagggca gtaaacggcc ctcaggggtt 180 
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tctaatcgct tctctggctc caagtctggc aacacggcct ccctgaccat ctctgggctc 240 

caggctgagg acgaggctga ttattactgc agctcatata caaccagaag cactcgggtg 300 

ttcggcggag ggaccaagct gaccgtccta 330 

<210> 97 

<211> 57 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1)... (57) 

<223> reader sequence 

<310> 

<400> 97 

atg gcc tgg acc gtt etc etc etc ggc etc etc tet cae tge aca ggc 48 
Met Ala Trp Thr Val Leu Leu Leu Gly Leu Leu Ser His Cys Thr Gly 

15 10 15 

tot gtg acc 57 
Ser Val Thr 

<210> 98 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VL1, PGR primer 
<400> 98 

atggcctgga ccgttctcct cctcggcctc ctctctcact gcacaggctc tgtgacctcc 60 
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tatgtgctga ctcagccacc ctcggtgtca gggtctcctg gacagtcgat 110 

<210> 99 
<211> 62 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VL2, PGR primer 
<400> 99 

tcatgagttt gggggctttg cctgggtgct gttggtacca ggagacatag ttataaccac 60 
caacgtcact gctggttcca gtgcaggaga tggtgatcga ctgtccagga 110 

<210> 100 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VL3, PGR primer 
<400> 100 

cccccaaact catgatttat gagggcagta aacggccctc aggggtttct aatcgcttct 60 
ctggctccaa gtctggcaac acggcctccc tgaccatctc tgggctccag HO 

<210> 101 
<211> 102 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VL4, PGR primer 
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<400> 101 

taggacggtc agcttggtcc ctccgccgaa cacccgagtg cttctggttg tatatgagct 60 
gcagtaataa tcagcctcgt cctcagcctg gagcccagag at 102 

<210> 102 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VLS, PGR primer 
<400> 102 

atcaagcttc caccatggcc tggaccgttc t 31 

<210> 103 

<211> 36 

<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 12E10VLA, PGR primer 

<400> 103 

ctaggatccg ggctgaccta ggacggtcag cttggt 36 

<210> 104 
<211> 387 
<212> DNA 
<213> Mus 
<220> 
<221> CDS 
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<222> (1)... (387) 

<223> 12E10L, L chain V region 

<310> 

<400> 104 

atg gcc tgg acc gtt etc etc etc ggc etc etc tct cac tgc aca ggc 48 
Met Ala Trp Thr Val Leu Leu Leu Gly Leu Leu Ser His Cys Thr Gly 

15 10 15 

tct gtg acc tec tat gtg ctg act cag cca ccc teg gtg tea ggg tct 96 
Ser Val Thr Ser Tyr Val Leu Thr Gin Pro Pro Ser Val Ser Gly Ser 

20 25 30 

cct gga cag teg ate ace ate tec tge act gga ace age agt gac gtt 144 
Pro Gly Gin Ser He Thr He Ser Cys Thr Gly Thr Ser Ser Asp Val 

35 40 45 

ggt ggt tat aac tat gtc tee tgg tac caa cag cac cca ggc aaa gee 192 
Gly Gly Tyr Asn Tyr Val Ser Trp Tyr Gin Gin His Pro Gly Lys Ala 

50 55 60 

ccc aaa etc atg att tat gag ggc agt aaa egg cec tea ggg gtt tct 240 
Pro Lys Leu Met He Tyr Glu Gly Ser Lys Arg Pro Ser Gly Val Ser 
65 70 75 80 

aat cgc ttc tct ggc tec aag tct ggc aac acg gee tec ctg acc ate 288 
Asn Arg Phe Ser Gly Ser Lys Ser Gly Asn Thr Ala Ser Leu Thr He 

85 90 95 

tct ggg etc cag get gag gac gag get gat tat tac tgc age tea tat 336 
Ser Gly Leu Gin Ala Glu Asp Glu Ala Asp Tyr Tyr Cys Ser Ser Tyr 

100 105 110 

Aca acc aga age act egg gtg ttc ggc gga ggg acc aag ctg acc gtc 384 
Thr Thr Arg Ser Thr Arg Val Phe Gly Gly Gly Thr Lys Leu Thr Val 
U5 120 125 
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eta 387 
Leu 

<210> 105 
<211> 24 
<212> DNA 

<213> Artificial Sequence 

<220> 

<221> CDS 

<222> (1) . . . (24) 

<!223> FLAG, reader sequence 

<400> 105 

gac tac aag gat gac gac gat aag 24 

Asp Tyr Lys Asp Asp Asp Asp Lys 

<210> 106 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10S, PGR primer 
<400> 106 

tatgaattcc accatgaaac atctgtggtt 30 

<210> 107 
<211> 38 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> DB2, PGR primer 
<400> 107 

taggagctac cgcctccacc tgaggagaca gtgaccat 38 

<210> 108 
<2I1> 44 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> DBl, PGR primer 
<40G> 108 

gtctcctcag gtggaggcgg tagctcctat gtgctgactc agcc 44 

<210> 109 
<211> 59 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10FA, PGR primer 
<400> 109 

attgcggccg cttatcactt atcgtcgtca tccttgtagt ctaggacggt cagcttggt 59 

<210> 110 
<2ll> 792 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<221> CDS 

<222> (11)... (778) 

<223> i2E10, Single chain Fv 

<400> 110 

gaattccacc atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get 49 

Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala 
1 5 10 

ccc aga tgg gtc ctg tec cag gtg cag ctg cag cag teg ggc cea gga 97 
Pro Arg Trp Val Leu Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Gly 

15 20 25 

ctg gtg aag cct teg gag acc ctg tec etc acc tgc act gtc tct ggt 145 
Leu Val Lys Pro Ser Glu Thr Leu Ser Leu Thr Cys Thr Val Ser Gly 
30 35 40 45 

gac tec ate agt agt tac tae tgg age tgg att egg cag ccc cca ggg 193 
Asp Ser He Ser Ser Tyr Tyr Trp Ser Trp He Arg Gin Pro Pro Gly 

50 55 60 

aag gga ctg gag tgg att ggg tat ate tat tac agt ggg age acc aac 241 
Lys Gly Leu Glu Trp He Gly Tyr lie Tyr Tyr Ser Gly Ser Thr Asn 

65 70 75 

tac aac cce tec etc aag agt cga gtc aec ata tea gta gac acg tec 289 
Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr He Ser Val Asp Thr Ser 

80 85 90 

aag age eag ttc tec ctg aag ctg age tct gtg ace gee gea gac acg 337 
Lys Ser Gin Phe Ser Leu Lys Leu Ser Ser Val Thr Ala Ala Asp Thr 

95 100 105 

gee gtg tat tac tgt geg aga ggg egg tac ttc gat gtc tgg ggc cgt 385 
Ala Val Tyr Tyr Cys Ala Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg 
UO 115 120 125 
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ggc acc atg gtc act gtc tec tea ggt gga ggc ggt ago tec tat gtg 433 
Gly Thr Met Val Thr Val Ser Ser Gly Gly Gly Gly Ser Ser Tyr Val 

130 135 140 

ctg act cag cca ccc teg gtg tea ggg tot cct gga cag teg ate ace 481 
Leu Thr Gin Pro Pro Ser Val Ser Gly Ser Pro Gly Gin Ser He Thr 

145 150 155 

ate tec tgc act gga ace age agt gae gtt ggt ggt tat aac tat gtc 529 
He Ser Cys Thr Gly Thr Ser Ser Asp Val Gly Gly Tyr Asn Tyr Val 

160 165 170 

tec tgg tac caa cag cac cca ggc aaa gcc ccc aaa etc atg att tat 577 
Ser Trp Tyr Gin Gin His Pro Gly Lys Ala Pro Lys Leu Met lie Tyr 

175 180 185 

gag ggc agt aaa egg ccc tea ggg gtt tct aat egc ttc tct ggc tec 625 
Glu Gly Ser Lys Arg Pro Ser Gly Val Ser Asn Arg Phe Ser Gly Ser 
190 195 200 205 

aag tct ggc aac acg gee tec ctg acc ate tct ggg etc eag get gag 673 
Lys Ser Gly Asn Thr Ala Ser Leu Thr He Ser Gly Leu Gin Ala Glu 

210 215 220 

gac gag get gat tat tac tgc ago tea tat aca acc aga age act egg 721 
Asp Glu Ala Asp Tyr Tyr Cys Ser Ser Tyr Thr Thr Arg Ser Thr Arg 

225 230 235 

gtg ttc ggc gga ggg acc aag ctg acc gtc eta gac tac aag gat gac 769 
Val Phe Gly Gly Gly Thr Lys Leu Thr Val Leu Asp Tyr Lys Asp Asp 

240 245 250 

gac gat aag tgataagcgg ccgc 792 
Asp Asp Lys 
255 



wo 02/33072 PCT/JPOl/09259 

72/74 



<210> 111 
<211> 62 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> sc4. 3, PGR primer 
<400> 111 

ggtggctgag tcagcacata ggacgatccg ccaccacccg aaccaccacc acccgaacca 60 
cc 62 



<210> 112 
<211> 61 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> scl.3, PGR primer 
<400> 112 

gcaccatggt cactgtctcc tcaggtggtg gtggttcggg tggtggtggt tcgggtggtg 60 
g 61 



<210> 113 
<211> 822 
<212> DNA 

<213> Artificial Sequence 

<220> 

<221> GDS 

<222> (11)... (807) 

<223> SC12E10, Single chain Fv 
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<400> 113 

gaattccacc atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get 49 

Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala 
1 5 10 

ccc aga tgg gtc ctg tec cag gtg cag ctg cag cag teg ggc cca gga 97 
Pro Arg Trp Val Leu Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Gly 

15 20 25 

ctg gtg aag cct teg gag acc ctg tec etc acc tgc act gtc tct ggt 145 
Leu Val Lys Pro Ser Glu Thr Leu Ser Leu Thr Cys Thr Val Ser Gly 
30 35 40 45 

gac tec ate agt agt tac tac tgg age tgg att egg cag ccc cca ggg 193 
Asp Ser He Ser Ser Tyr Tyr Trp Ser Trp He Arg Gin Pro Pro Gly 

50 55 60 

aag gga ctg gag tgg att ggg tat ate tat tac agt ggg age acc aac 241 
Lys Gly Leu Glu Trp lie Gly Tyr He Tyr Tyr Ser Gly Ser Thr Asn 

65 70 75 

tac aac ccc tec etc aag agt cga gtc acc ata tea gta gac aeg tec 289 
Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr He Ser Val Asp Thr Ser 

80 85 90 

aag age cag ttc tec ctg aag ctg age tct gtg ace gee gca gac aeg 337 
Lys Ser Gin Phe Ser Leu Lys Leu Ser Ser Val Thr Ala Ala Asp Thr 

95 100 105 

gee gtg tat tac tgt gcg aga ggg egg tac ttc gat gtc tgg ggc cgt 385 
Ala Val Tyr Tyr Cys Ala Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg 
HO H5 120 125 

ggc acc atg gtc act gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt 433 
Gly Thr Met Val Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 

130 135 140 
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ggt teg ggt ggt ggc gga teg tec tat gtg ctg act cag cca ccc teg 481 

Gly Ser Gly Gly Gly Gly Ser Ser Tyr Val Leu Thr Gin Pro Pro Ser 

145 150 155 

gtg tea ggg tct cct gga cag teg ate acc ate tec tge act gga ace 529 

Val Ser Gly Ser Pro Gly Gin Ser He Thr lie Ser Cys Thr Gly Thr 

160 165 170 

age agt gac gtt ggt ggt tat aac tat gtc tec tgg tac caa cag cac 577 

Ser Ser Asp Val Gly Gly Tyr Asn Tyr Val Ser Trp Tyr Gin Gin His 

175 180 185 

eca ggc aaa gee ccc aaa etc atg att tat gag ggc agt aaa egg ccc 625 

Pro Gly Lys Ala Pro Lys Leu Met He Tyr Glu Gly Ser Lys Arg Pro 
190 195 200 205 

tea ggg gtt tct aat ego ttc tct ggc tec aag tct ggc aac acg gee 



673 



Ser Gly Val Ser Asn Arg Phe Ser Gly Ser Lys Ser Gly Asn Thr Ala 

210 215 220 

tec ctg acc ate tct ggg etc cag get gag gac gag get gat tat tae 721 
Ser Leu Thr He Ser Gly Leu Gin Ala Glu Asp Glu Ala Asp Tyr Tyr 

225 230 235 

tge age tea tat aca ace aga age act egg gtg ttc ggc gga ggg acc 769 
Cys Ser Ser Tyr Thr Thr Arg Ser Thr Arg Val Phe Gly Gly Gly Thr 

240 245 250 

aag ctg acc gtc eta gac tac aag gat gac gac gat aag tgataagcgg 818 
Lys Leu Thr Val Leu Asp Tyr Lys Asp Asp Asp Asp Lys 

255 260 265 

ccge 822 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/jPOl/09259 



A. CLASSIFICATION OF SUBJECT MATTER 

Int.Cl'' C12N15/09, 15/62, C07K16/28, A61K39/395 



According to International Patent Classincation (IPC) or to both national classification and IPC 



B. FIELDS SEARCHED 



Minimum documentation searched (classification system followed by classification symbols) 
Int.Cl' C12N15/09, 15/62, C07K16/28, A61K39/395 



Documentation searched other than minimum documentation to the extent that such documents arc included in the fields searched 



Electronic data base consulted during the international search (name of data base and, where practicable, search terms used) 
aiCST FILE (JOIS) , MEDLINE (STN) , WPI (DIALOG), BIOSIS (DIALOG) 



C DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 



Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



Bijia DENG et al . , ''An Agonist Murine Monoclonal 
Antibody to the Human c-Mpl Receptor Stimulayes 
Megakaryocytopoiesis" , Blood* 15 September, 1998, Vol.92, 
No. 6, pages 1981 to 1988 

US 5885574 A (Amgen Inc.), 

23 March, 1999 (23.03.99); 

& JP 2000-95800 A & EP 773962 Bl 

Sc WO 96/03438 A 

KIPRIYANOV et al . , "Bispecific CD3xCD19 Diabody for T 
Cell-Mediated Lysis of Malignant Human B Cells", Int. J. 
Cancer, (1998), Vol.77, No. 5, pages 763 to 772 

WO 00/53634 A (Chugai Pharmaceutical Co., Ltd.), 
14 September; 2000 (14.09.00), 
& EP 1167388 A 



1-40 



Ming-Hong XIE et al., ^'Direct demonstration of MuSK 
involvement in acetycholine receptor clustering through 
identification of agonist ScFv" , Nature Biotechnology, 
August, 1997, Vol.15, No. 8, pages 768 to 771 



1-40 



1-40 



1-40 



1-40 



3 Further documents are listed in the continuation of Box C. Q See patent family annex. 



"A" 
"0" 



Special categories of cited documcnls: 

document defining the general state oPthc art Which is not 

considered to be of particular relevance 

earlier document but published on ora(\cr the international filing 

date 

document which may throw doubts on priority claim(s) or which is 
citi'd to establish the publication dale ofunuihcr citation or other 
special reason (as specified) 

document referring to an oral disclosure, use, exhibition or other 
means 

document published prior to the international filing date but later 
than the priority date claimed 



later document published after the international filing dale or 
priority dale and not in conflict with the application but cited to 
understand the principle or tlicory underlying the invention 
document of particular relevance; the claimed invention cannot be 
considered novel or cannot be considered to involve an invenlivc 
step when the document is taken alone 

document of particular relevance; the claimed invention cannot be 
considered to involve an inventive step when the document is 
combined with one or more other such documents, such 
combination being obvious to s person skilled in the art 
document member of the same patent family 



Date of the actual completion of the international search 
29 January, 2002 (29.01.02) 



Date of mailing of the international search report 
05 February, 2002 (05.02.02) 



Name and mailing address of the ISA/ 

Japanese Patent Office 



facsimile No. 



Authorized officer 



Telephone No. 



Forin PCT/lSA/2 10 (second sheet) (July 1992) 



INTERNATIONAL SEARCH REPORT 



International application No, 

PCT/jPOl/09259 



C (Continuation). DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 


Citation of document, with indication, where appropriate, of the relevant passages 


Relevant to claim No. 


A 


EP 1035132 A (Chugai Pharmaceutical Co., Ltd.), 
13 September, 2000 (13.09.00), 
& WO 99/12973 A 

• 


1-40 



Form PCT;iSA/210 (continuation of second sheet) (July 1992) 



Wir^tBlffiS'?' P C r/ JPOj/09259 



Int.Cl' C12N15/09, 15/62» C07K16/28, A61K39/395 



Int.Cl^ C12N15/09, 15/62. C07K16/28, A61K39/395 



JTCST77XJ0IS) MEDLINE(STN) WPI(DIALOC) BIOS 15 (DIALOG) 









Y 


Bi jia DENG et al. , An Agonist Murine Monoclonal Antibody to 
the Human c-Mpl Receptor Stimulayes Megakaryocytopoiesis. , 
Blood, 15 September 1998, Vol.92, No. 6, p. 1981-1988 


1-4 0 


Y 


US 5885574 A (AMGEN INC. ) 1999. 3. 23 
& JP 2000-95800 A t EP 773962 Bl & WO 96/03438 A 


1-4 0 


Y 


KIPRIYANOV et al. , Bispecific CD3XCD19 Diabody for T 
Cell-Mediated Lysis of Malignant Human B Cells. , 
Int. J. Cancer (1998), Vol.77, No. 5, p. 763-772 


1-4 0 



cmom^\c iyXiikr^nm ^tix^^^^ 



2 9. 0 1. 0 2 


lilB8P3S«ift^co%d£ HI 0 5 0 2 0 2 


B^t^tSli^WlT (I S A/ J P) 
S5fsII#-5!|- 10 0-8915 


- /^^^ 

7l£2»*-§- 03-3 581--1101 P 


4 B 


9 3 5 8 


; 

3 4 4 8 



tgJ:PCT/ I S A..*'2 1 0 (K2^-v) ( 1 9 9 8<|i7iJl) 



iSttlM#%- HCT/J PO I/O 9 2 5 9 



5 



A 



wo 00/53634 A (CHUGAI PHARMACEUTICAL GO. IJD. ) 2000. 9. 14 
& tP 1167388 A 

Ming-Hong XIE et al. , Direct demonstration of MuSK 
involvement in acetychoiine receptor clustering through 
identification of agonist ScFv. , NATURE BIOTECHNOLOGY, 
August 1997, Vol. 15. No. 8, p. 768-771 

EP 1035 J. 32 A (CHUGAI PHARMACEUTICAL CO. LTD. ) 2000.9.13 
& WO 99/12973 A 



1-4 0 



1-4 0 



1-4 0 



f*a.<l'CT/ 1 SA/2 1 0 (iT5 2-<— >'!/)^j^$) ( 1 9 9 8 ¥ 7 )^ ) 



